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TRANSLATOE^S PREFACE TO THE FIRST EDITION. 


No apology is needed for presenting this translation of Ehrlich’s 
classic studies in immunity, for a thorough knowledge of the master’s 
work is indispensable to all workers in this field. 

Attention is called to the fact that the important work done since 
the publication of the German edition has been included by the 
addition of three chapters, two by Ehrlich and .Sachs and one, written 
expressly for this translation, by Prof. Ehrlich. The subject is thus 
brought up to about March, 1906. 

Charles Bolduan. 

PREFACE TO THE SECOND EDITION. 


The exhaustion of the first edition of this work affords the 
translator the welcome opportunity to add, not only Professor 
Ehrlich’s new studies, but also some of his earlier papers which 
the recent publication of Bordet’s Studies on Immunity renders 
desirable. 

^The translator may be pardoned for a feeling of gratification 
at the cordial reception extended this book both by the medical 
press and the profession at large. The appreciation shown has 
made the arduous, and usually thankless, work of translation one 
of great pleasure. 

An exhaustive index* has been added to this edition and will, 
it is hoped, greatly enhance its value as a work of reference. 

For kind permission to reproduce articles from their publica- 
tions, thanks are due to Messrs. August Hirschwald, Georg Thiemc, 
J. F. Lehmann, and Gustav Fischer. 

Charles Bolduan. 
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PREFACE TO THE GERMAN EDITION. 


The present volume embraces the greater portion of the studies 
in immunity published during the past few years by myself and my 
collaborators. While the publication of these studies in a single 
volume meets the request of numerous workers in immunity, it is 
hoped that the collection will at the same time fulfill another purpose, 
namely, to show clearly that my theory of immunity rests on so 
broad an experimental basis that it is practically identical with a 
summary of generalizations derived from an enormous mass of experi- 
mental data.^ 

When Behring's great discovery of antitoxin opened new paths 
for the study of immunity it was at once clear that further progress 
could be attempted in two ways. The first of these, having practical 
therapeutic results in mind, consists in bending all efforts to the pro- 
duction of various individual curative sera. The other method con- 
sists in seeking a deeper insight into the nature of immunity phe- 
nomena, and discovering the general principles underlying the same, 
for these in turn will aid practical progress. 

By pursuing the latter method it has been found that the immunity 
reaction is merely a repetition of certain processes of normal meta- 
bolism, and that what is apparently a wonderful adaptation to the 
purpose is nothing more than the ever-recurring manifestation of 
primeval wisdom inherent in the protoplasm. I have endeavored to 
establish this experimentally and to show that the bond between 

^ With a view of giving the reader a better idea of the technique ordinarily 
employed, and thereby to facilitate his introduction to this subject, I have had 
my colleagues, Dr. Morgenroth and Prof. Neisser, present the result of their ex- 
tensive technical experiences with hminolytic and bacteriolytic test-tube experi- 
ments, in two special chapters. (Chapters XXIX and XXX.) 
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what are at first sight very dissimilar biological processes is really 
a conception of the simplest kind. 

The toxic metabolic products of bacteria, the artificially produced 
bacteriolysins, haemolysins, and cytotoxins, and the majority of the 
ferments, probably always produce their effects by the co-action of 
two active groups in the molecule. One of these effects the union 
with the substance to be acted upon, while the other really produces 
the characteristic effect. 

It is not surprising, in view of the enormous multiplicity of the 
vital phenomena, that this simple principle exhibits the greatest 
variations in individual cases. Certainly this corresponds entirely 
to what we constantly observe in the domain of biology. The cell, 
for example, occurs as a type in every living form, from the lowest 
plant to the highest animal. In principle it is ever the same; in the 
‘details of its structure, however, it is of endless variety. 

But even from such complex phenomena as are exhibited, for 
•example, by the artificially produced hsemolysins, it is possible to 
•develop the fundamental principles of my theory, and thereby give 
.a harmonious uniform explanation of the manifold phenomena with 
their peculiar specific relations. 

My theory has developed essentially on the basis of chemical 
•conceptions. I have been more and more forcibly impressed with 
the idea that in a study of the fundamental biological phenomtoa, 
"the significance of morphological structure is far less than the sig- 
nificance of the chemistry involved. It is obvious that in order to 
effect a given chemical process certain mechanical conditions must 
be fulfilled. In other words the production of any chemical action 
necessitates the presence and the suitable arrangement of apparatus. 
The essential feature, however, is neither apparatus nor form, but 
the constituents involved; for without changing the apparatus 
hundreds of different combinations can be effected according to the 
components employed- Similarly in biology I believe that the morpho- 
logical arrangement of the organs and cells is not the essential feature, 
"but that this is rather to be sought for in chemical differences of the 
constituents. 

I am convinced that the influence exerted by my theory will 
extend far beyond the limits of pure immunity studies, and that it 
is of considerable significance for an appreciation of vital phenomena. 
Turthermore, I believe that the theory is of great value in studying 
^certain phenomena which dominate all life, namely, intracellular 
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metabolism, especially its two main phases, anabolism and catabolism. 
It has been shown that the substances obtained by immunization 
are nothing but the tools of normal cell-life, tools which we. can thus 
isolate from their place of production and subject to an individual 
examination. This at once opens new paths for approaching the 
study of vital phenomena, which embraces not only the physiology 
and ' pathology of metabolism, but also cert'ain other physiological 
problems such as those of secretion, heredity, etc. 


At the recent Congress for Hygiene and Demography (Brussels), 
in which the chief problems of immunity were discussed, it was seen 
that my theory is not yet accepted by all the workers in this subject, 
there being still a few opponents. This was to be expected. Cer- 
tainly nothing is more desirable in all scientific problems than the 
expression of different opinions, for as a result of experimental studies 
they lead to a deeper insight into the subject in question. Hence 
it is largely the opposition of Bordet and other distinguished 
workers in the Pasteur Institute that has spurred us on in our experi- 
mental labors, and caused us to establish the amboceptor theory 
more firmly than ever. 

On the other hand it is very annoying when such authors as Gruber, 
who have absolutely no personal experience in the main questions, 
wage a bitter war merely because they have made a few literary 
studies; it is the more exasperating since they seek to make up the 
deficiencies in their arguments by the intensity and personality 
of their attacks. Such authors are in no position to correctly orientate 
themselves in the mass of true and false observations that each day^s 
literature brings forth. 

It was a great pleasure, therefore, to see one of the founders of 
the doctrine of immunity, E. Pfeiffer, and that distinguished repre- 
sentative of Paltauf's Institute in Vienna, R. Kraus, express them- 
selves in favor of my theory. They confessed they had both really 
opposed the theory from the start, and that the main purpose in devis- 
ing their various experiments had been to show tha't it was untenable. 
Just these, however, had convinced them that the side-chain theory 
not only afforded the best explanation for their results, but had even 
enabled them to predict these results. The chief problems now 
under discussion are : (1) the constitution of active cytotoxic sub- 
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stances, whether or not they are made up of two parts possessing 
different functions; (2) the union of specific amboceptors with the 
complements; (3) the plurality of complements. I am convinced 
that the near future will furnish so many additional arguments for 
the correctness of my views that all of these questions, as well as 
numerous others, will be decided in my favor. And the decision, I 
believe, will not be merely in favor of my views in general, but will 
extend even to the details. 

In a way, therefore, my position is like that of a chess-player who, 
even though his game is won, is forced by the obstinacy of his opponent 
to carry it on move by move until the final '^mate.’^ 


For the means to carry on these experiments, I am indebted first 
of all to the intelligent support which my scientific aims have received 
at the hands of my superiors, the Prussian Ministry of Education. 
I am especially grateful to the ministerial director, Dr. Althoff, who 
aided me in every way possible, and exerted himself to lighten my 
scientific labors. I may say that I was first spurred on to the im- 
munity studies contained in ^^Die Werthbemessung des Diphtherie- 
heilserums,” and which ^have led to the formulation of the side-chain 
theory, by the remarks addressed to me by Dr. Althoff when the 
Institute was founded. It was he who begged that my first problem 
be an exhaustive study whereby the difficulties which had arisen 
in titrating and standardizing diphtheria antitoxin might be overcome. 
To this kind and able friend I have therefore dedicated this volume as 
a token of my gratitude and esteem. 

Paul Ehblich. 

FRANKTuaT A. M., February 1904. 
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COLLECTED STUDIES IN IMMUNITY. 


I. CONTRIBUTIONS TO THE THEORY OF LYSIN 

ACTION.i 

By Prof. Dr. P. Ehrlich and Dr. J. Morgenroth. 

One of the most important advances in the study of immunity 
is the discovery of Pfeiffer^s phenomenon, and it is to Pfeiffer^s 
splendid observations that we owe the first and most important 
insight into the mode of action of the bacteriolytic immune sera. 

As is well known, the phenomenon of bacteriolysis, first demon- 
strated by Pfeiffer in a guinea-pig immunized against cholera, con- 
sists in the immediate dissolution of cholera bacilli introduced into 
the abdominal cavity of the animal. The same takes place when 
the bacilli together with a small amount of immune serum are intro- 
duced into the abdominal cavity of a normal guinea-pig. Subse- 
quently Metchnikoff (Annal. Inst. Pasteur, June 1895) showed that 
the phenomenon of bacteriolysis takes place also outside the animal 
body, in vitro, provided a small quantity of peritoneal exudate of 
a normal guinea-pig is added. Bordet (Annal, Inst. Pasteur, June 
1895) was thereupon able to show that the immune serum is able 
to effect bacteriolysis in vitro without any addition, provided that it 
is absolutely fresh. On standing it becomes inactive; but it may 
be reactivated by even very small amounts of normal serum. Pfeiffer^s 
ideas as to the nature of bacteriolysis were formulated by him in a 
very clever theory which he published in 1896 (Deutsche med. Wo- 


^ Eeprinted from Berl. klin. Wochenschr., 1899, No. 1. 
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chenschr., 1896, Nos. 7 and 8) and which is here reproduced only in 
its main features. 

The immunizing substances contained in cholera serum possess 
but feeble power to retard development. They are nothing but an 
antecedent form of substances developed in the peritoneum of the 
guinea-pig, specifically solvent for cholera vibrios. They are stored 
in the animal body in an inactive but stable form, somewhat as 
glycogen is stored in cell depots as an antecedent form of grape- 
sugar. When needed, these inactive substances of the serum can be 
converted into the specific active form through the active interference 
of the body-cells. This conversion can also be effected by the addi- 
tion of a suitable serum. In this added serum a certain something, 
present in very small amounts, effects the change, but is very soon 
xxsed up in the process. In the animal body, on the other hand, 
this constituent is produced by the body-cells as long as the stimulus, 
caused by the presence of the cholera bacilli, lasts. The action of 
this substance is ferment-hke. Bacteriolysis is also regarded as a 
ferment action, caused by ferments of a very peculiar kind. These 
ferments are fitted in an absolutely specific manner each to a single 
bacterial protoplasm, acting on this exactly as pepsin or trypsin acts 
on coagulated albumin. According to Pfeiffer, a somewhat distant 
analogy is seen in E. Fischer^s yeast ferments, each of which can only 
split up a sugar of a definite composition. If this theory be correct, 
these specific ferments must exist in an active and an inactive modi- 
fication. 

Recently Bordet (Annal. Inst. Pasteur, Vol. 12, No. 10) pub- 
lished a series of experiments in which he showed that the laws which 
govern the specific bacteriolytic action of immune sera govern also 
certain specific solvent phenomena seen in red blood-cells. 

Bordet treated guinea-pigs with repeated injections of defibri- 
nated rabbit blood. The serum of animals so treated possesses the 
property of dissolving rabbit blood in vitro rapidly and with great 
intensity, whereas serum of normal guinearpigs is unable to do this. 
Solution is preceded by a marked agglutination of the erythrocytes. 
On heating the specific serum for half an hour to 55° C. the hsemolytic 
power is destroyed, while the agglutinating power remains. The 
serum thus inactivated can again be rendered active by the addition 
of a certain amount of normal guinea-pig serum, and even of normal 
rabbit serunx. The active guinea-pig smun has no effect on tihe 
red blood-ceUs of the guinearpig itself or on those of pigeons, but 
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acts, though to a less degree, on the blood-cells of rats and mice. 
The active guinea-pig serum injected into the ear-vein of a rabbit 
is highly toxic to that animal. 

The analogy existing between these phenomena and those of 
bacteriolysis is, as emphasized by Bordet, a very close one. This 
will be clear to the reader. Very likely, therefore, the mechanism 
of haemolysis and that of bacteriolysis are very similar. The study 
of haemolysis thus gains considerable theoretical significance. 

Being so fortunate as to have at our disposal a considerable amount 
of appropriate serum, we have used this in order to gain a deeper in- 
sight into the nature of haemolysis. This serum was derived from a 
goat which during eight months had been subcutaneously injected in 
somewhat irregular fashion with sheep serum rich in blood-corpuscles. 
The experiments were therefore made with sheep blood in the form 
of a 5% mixture of the defibrinated blood in 0.85% salt solution. 
By means of this great dilution certain sources of error arising from 
the constituents of the serum are avoided. These had manifested 
themselves in Bordet^s experiments. 

The serum of our goat rapidly dissolves sheep blood-cells in vitro. 
The degree of action of this serum can be accurately determined as 
follows: To each 6 cc. of the above-mentioned blood mixture decreas- 
ing amounts of the goat serum are added. It is then found that 
at 37° C. the specimens containing from 1.5 cc. to 0.8 cc. serum will 
become completely laky. After allowing all the specimens to act 
for two hours in a thermostat they are placed in a refrigerator and 
allowed to settle. It will then be found that there is a regular 
decrease in the amount of solution effected until finally the limit 
is reached in the specimen containing 0.1 cc. of serum. The serum 
of normal goats (we tried the sera of a number of different animals) 
is unable even in large amounts to dissolve sheep blood-cells. It 
is to be remarked that in the use of this immune serum in the amounts 
mentioned no clumping was ever observed to precede haemolysis, 
although this phenomenon was carefully looked for} 


^ Tho serum of normal goats in doses of 1.5 cc. and Over possesses the prop- 
erty to agglutinate sheep blood-cells, but this property seems to be subject 
to great individual and chronologic fluctuations. This agglutination of foreign 
bloods by certain normal sera, and which probably corresponds to the normal 
agglutinating action of sera on bacteria, was observed many years ago by 
Creite (Z. f. rat. Med., Vol. 36) and later was again emphasized by I^andois 
(Die Transfusion des Blutes, 1875). 
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If the immune serum is heated to 56^ C., it completely Ic 
solvent action. The addition of serum of normal animals ' 
inactivated serum causes it to be reactivated. For this purpo 
can use not only normal goat serum but also normal sheep 
though the latter acts somewhat more feebly. This power 
normal serum to reactivate an inactive immune serum is very 3 
lost. Even when the serum is kept on ice and protected 2 
light it very soon shows a diminution of its reactivating powe 
uantitative experiments, therefore, the inactive (stable) in 
serum should always be reactivated by a perfectly fresh r 
serum. 

In haemolysis, as in Pfeiffer's bacteriolysis, we are therefore 
to assume the existence of two substances. One of these, s; 
and quite resistant (stable), we shall call the immune body, foil 
Pfeiffer's nomenclature. The other, normally present and 1 
labile (unstable), we shall for the present term addiment. 

Although our results in the main agree with those of 
we must at once call attention to one difference in our observa 
As already mentioned, the action of our goat serum on the 
blood-cells is not preceded by any agglutination. From this 
that the agglutination cannot be considered a preparatory step i 
sary for the haemolytic action, as Bordet seems to assume, 
specific agglutinin has no relation whatever to the hacnn 
immune body. Similarly, according to the views of eminent 1; 
riologists, the specific bacteriolytic substances have no relatk 
the agglutinins. The lysins may exist independently of the a 
tinins and these again independently of the bacterioloytic substa 
The reader is reminded of the interesting observations of Pi 
and Kolle. These investigators described an immune serum v 
was strongly bacteriolytic but which did not at all agglutinate • 
tralblatt f. Bakt., 1896, Vol. XX, Nos. 4 and 5). On the other 1 
E. Frankel and Otto state that if a young dog be fed on tyj 
cultures, the dog's serum will acquire agglutinating but not b 
riolytic properties. Similarly, if a frog is treated with typhoid 
the frog serum will agglutinate such bacilli. They remain in 
lymph sac of the animal, however, not only alive but virulent. ('V 
and Sicard, Comptes rend. Soc. de Biol., XI. 27-97). 

Pfeiffer's original theory sought only to explain in general 
mode of action of the specific bacteriolysins. It did not cor 
itself with the questions how or where they originated. It wi 
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order to throw some light on these problems that Ehrlich devised 
his side-chain theory. 

At first Ehrlich's theory was applied to the origin of the anti- 
toxins and to the chemical relation existing between the toxins and 
certain atomic groups of the protoplasmic molecule. Pfeiffer him- 
self applied the theory to the substances specifically bacteriolytic 
for cholera bacilli, and was able to demonstrate experimentally that 
the source of these bodies was in the spleen, the bone-marrow, and the 
lymph bodies (Pfeiffer and Marx, Zeitschr. f. Plyg., Vol. 37, 1898). 
Wassermann, who in his well-known tetanus experiments had fur- 
nished the first demonstration of the soundness of the side-chain 
theor}", succeeded in showing the source of the specific typhoid 
bacteiiolysin. The study of these bacteriolytic processes brought up 
a number of important questions directly concerning the side-chain 
theory, and we felt compelled to examine these experimentally. 

According to Ehrlich's theory, if any substance, be it toxin, 
toxoid, ferment, or constituent of a bacterial cell or of a blood- 
corpuscle, possess the property of combining with side-chains of the 
protoplasm, the possibility is given for the formation of a corre- 
sponding antibody. The antibody, according to the theory, must 
possess such a group as will fit the haptophore (the specific com- 
bining) group of the invading substance. The soluble body, therefore, 
produced in response to the invading substance (toxin, toxoid, etc), 
must combine chemically with the latter. If the invading substance 
is in soluble form, as, for example, the toxins, the neutralwation 
proceeds in the solution. If, however, it is not directly soluble, 
being originally an insoluble part of, say, a bacterial or blood cell, 
then the dissolved antibody in the blood will be abstracted from 
its solvent fluid and anchored by the cell particle. In the well-known 
experiment of Wassermann on tetanus poison, the same thing is seen. 
In this the invading substance (tetanus toxin) is abstracted from 
its solution and anchored by the crushed brain cells. In order to 
maintain the analogy we should expect that in our experiment the 
immune body dissolved in the goat serum would he anchored by the 
erythrocytes of sheep blood. 

The manner of procedure in this experiment is very simple and 
consists in the addition to sheep blood, or a dilution of the same, 
of immune serum which has been heated to 56° 0. in order to destroy 
its solvent properties. The mixture is then centrifuged to separate 
the cells and the fluid. In case the immune body has been anchored 
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by the blood-cells, the clear fluid should be free from 
prove this we have merely to add to some of this cle 
blood-cells, and a sufficient amount of addiment in the f 
serum. If the fluid is free from immune body, the t 
remain undissolved. The centrifuged sediment mus 
tested for the presence of immune body. The sedin 
much as possible from fluid, is mixed with salt solutio 
cient amount of addiment. If a corresponding amoui 
body has been anchored by the blood-cells, they will 
One of our numerous experiments follows: 

4 cc. of a 5% mixture of sheep blood-cells are m; 
or 1.3 cc. inactivated serum from our immunized goat. 1 
to stand for fifteen minutes at 40® C. and then carefulb 
The supernatant clear fluid is poured off, mixed with ( 
sheeps blood and then with 0.8 cc. serum from a nornci^ 
mixture after being kept in a thermostat at 37® C. f< 
and then allowed to settle in the cold, shows no trace of 

The centrifuged sediment, freed as much as possib 
by means of filter paper, is mixed with 4 cc. physiologi 
tion and with 0.8 cc. normal goat serum. This mixtur 
kept for two hours in a thermostat at 37® C. is foun< 
dissolved or very nearly so. 

In this experiment in which a sufficient amount of ii 
was used, we see that complete union took place between 
body and the blood-cells, resulting in the entire absto 
former from the fluid. We have found that the same 
at lower temperatures, even at 0® C. That this is a ch< 
and not a mere absorption is seen by experiments with i 
of blood. Thus the red blood-cells of rabbits and of gc 
affinity whatever for this immune body. 

As a result of these experiments , therefore , and in con 
the side-chain theory, we must assume that th£ immune he 
a specific haptophore group which anchors it to the hlooi 
sheep. 

The next important question was that concerning 
of the addiment to the red blood-cell. This was studied 
exactly similar to that of the previous experiment, 
mixed with addiment, the mixture centrifuged, and tl: 
flons tested separately, by the addition of immune be 
presence of addiment. We varied our experiments gri 
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as time and temperature conditions were concerned, but the result 
was always the same; the red blood-cells did not combine with a trace 
of addiment. This is in direct contrast to their behavior toward the 
immune body. 

Having now determined the behavior of the blood-cells to immune 
body and addiment separately, it remained to see what the affinities 
of the blood-cells were when both of these bodies were present at the 
same time. The solution of this problem offers many technical 
difficulties. Practically it will be best to make the mixtures so that 
there will be just the proper amount of the two. ingredients to effect 
complete solution of the blood-cells. We found that if we mixed 
1.0 to 1.3 cc. of our inactivated goat serum with 0.5 cc. normal goat 
serum, this would just suffice to dissolve 5 cc. of a 5% mixture (in 
saline) of sheep blood-cells. If this mixture is placed in the ther- 
mostat, complete solution will ensue; but because an excess of the 
solvent substances has been avoided, the process docs not take place 
rapidly. Usually it is completed at the end of to 2 hours. 

If the mixture is kept at 0°~3° C., no solution occurs, and if it is 
then centrifuged and examined according to the methods just studied, 
the red blood-cells will be found to have loaded themselves with 
immune body, leaving the addiment in the fluid. The experiment 
shows that under the conditions mentioned, addiment and immune 
body exist in the fluid entirely independent of one another. 

It still remained to determine the combining affinities at higher 
temperatures. A preliminary trial showed that if we used the pro- 
portions above mentioned and kept such mixtures in an Ostwald 
water-bath at 40® C. for six, ten, thirteen, and eighteen minutes 
respectively and then centrifuged, only in the first two tubes did 
the fluid remain colorless, while in the other tubes it was distinctly 
red. In the experiments at this temperature we therefore adopted 
a time limit of ten minutes. A tube of the above-mentioned mixture 
was allowed to remain in the water-bath at 40® G. for ten minutes 
and then centrifuged. The results were as follows: 

The sediment mixed with salt solution shows hsemolysis of a 
moderate degree. (This occurs even if the sediment is mixed with 
ice-cold salt solution, centrifuged, and then again mixed with salt 
solution. By this manipulation the last trace of fluid originally 
adhering to the cells is removed.) Solution becomes complete when 
new addiment in the form of normal serum is added to the 
mixture. The centrifuged fluid does not, by itself, dissolve blood 
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added to it, or it does so in only a very limited degree. When, how- 
ever, new immune body is added, the blood-cells are completely dis- 
solved. 

From these experiments we conclude that the sediment this time 
contained both components, though not in equivalent proportion^ 
for there was an excess of immune body which became manifest 
only on the addition of new addiment. Corresponding to this the 
centrifuged fluid contained only faint traces of immune body and. an 
excess of addiment. 

The explanation of these phenomena presents no difficulties. It 
must be assumed that under certain circumstances the immune body 
and addiment enter into loose, readily dissociated chemical combi- 
nation. This combination is hastened by heat and retarded by cold 
in entire conformity to the views previously expressed by Ehrlich 
(Werthbemessung des Diphtherie-heilserums, Jena, 1897). On the 
other hand, the affinity existing between blood-cells and immune 
body must be very strong, for these combine completely even in the 
cold. We must therefore assume that the immune body possesses tiva 
different haptophore groups^ one with a strong affinity for the corre- 
sponding haptophore group of the red hlood-cell, and the other of feel/le 
chemical affinity j which is able to combine more or less completely with 
the addiment present in the serum. At 30° C., therefore, the red blood- 
cell attracts to itself not only the free molecules of immune body^ 
but also those which have already combined with the addiment in 
the fluid. In the latter case the immune body represents in a measure 
a link which ties addiment to the red blood-cells and subjects these 
to the action of the addiment. In agreement with Pfeiffer, we regard 
the phenomena appearing under the influence of the addiment as 
analogous to digestion, and we shall probably not err if we regard the 
addiment as having the character of a digestive ferment. Morgen- 
roth, by the experiments in which by immunization he successfully 
produced an antibody against rennin ferment, has made it very 
probable that the ferments, like the toxins, possess two groups, 
one a haptophore group and the other the actual carrier of the fer- 
ment action. 

With this preliminary analysis all the various phenomena are 
now readily explained. We assume that the immune body combines 
with the small amount of digesting ferment normally present in 
the blood, and then, by means of its other haptophore group, fitting, 
for example, to red blood-cells or bacteria, carries this digestive 
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action over to these cells. From this we see also why the digestive 
action becomes manifest only on the addition of immune body. 
This brings the ferment, present in the serum fluid in such small 
quantity, to the blood-cells in comparatively large amounts, thus 
concentrating and increasing its action. It is possible and even 
probable that only a few substances with digestive properties exist 
in the blood, perhaps only one; but that a countless variety of specific 
immune bodies can exist there, as Gruber, among others, assumes. 
In that case w^e must assume that in these immune bodies there is 
always one group which fits only to the cells or substances used to 
excite its production, but that all these immune bodies possess an 
atomic group in common which effects the combination with the 
digestive substance. On this assumption it is very easy to explain 
by means of the side-chain theory the otherwise difficult problem 
of the mode of origin of the lysins. According to Ehrlich’s definition, 
the side-chains jjossess definite atomic groups which are able to com- 
bine with certain other atomic groups and so increase the proto- 
plasmic molecule. As far back as 1885 (Sauerstoff Bedtirfniss des 
Organismus) Ehrlich had pointed out that the atomic groups thus 
anchored to the living substance were much more readily oxidi;ied 
and that they therefore represent the nourishment {kcxt eS ox^jy) of 
the cell. The study of immunity has considerably extended this view 
and taught us that the antibody represents such thrust-off side- 
chains; further, that the immunizing process consists in forcing the 
particular organism to produce these side-chains in surplus amount 
in conformity with Weigert’s theory of cell injury. It is of course 
very probable that these side-chains, according to their special func- 
tion, will be differently constituted. If a side-chain is designed 
to assimilate relatively simple substances, we may believe that the 
possession of a single combining group will suffice. Very likely the 
side-chains which anchor toxins are of this simple type. Ihit it is 
entirely different when a giant molecule (albumin molecule) is to be 
assimilated. In this case the anchoring of the molecule is only a pre- 
liminary requisite. Such a giant molecule is useless to the cell and 
can only then be utilized when it is broken up by fermentative pro- 
cesses into smaller parts. It will be particularly advantageous to 
the cell if its grasping arm^’ is at the same time a carrier of a fer- 
mentative group which can at once be brought to bear on the anchored 
molecule. We see such well-adapted contrivances (in which the 
grasping apparatus also possesses digesting properties) in a whole 
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tseries of higher plants. For example, the tentacles of Drosera, which 
may be regarded as grasping arms in the widest sense, secrete a strong 
•digesting fluid. 

. If, then, we see that lysin action does not occur with toxins, but 
only when the contents of cells are absorbed, be these bacteria or 
blood-cells, we must conclude that in the latter case large-moleculed 
albuminous substances are concerned. These are much more complex 
in structure than the toxins, which represent mere cell secretions. 
For the assimilation of the highly complex bodies we therefore assume 
the existence of side-chains of a peculiar kind. These, besides their 
•combining group, possess another group which by fixation with 
special ferments causes the digestion of the complex substances. If, 
by means of the immunizing process, one succeeds in having a surplus 
■of these side-chains produced, they will be produced with both these 
functional groups and thrust off into the blood as immune body. 
This explains the wonderful contrivance whereby the injection of a 
bacterium is followed by the production of a substance which destroys 
this bacterium by dissolving it. This phenomenon is nothing but 
the reproduction of a process of normal cell life. 


n. CONCERNING H^MOLYSINS.i 
Second Communication. 

By Professor Dr. P. Ehrlich and Dr. J. Morgenboth, 

In a previous paper ^ we demonstrated the relations existing 
between the red blood-cells to be dissolved and the two components of 
a specific hsemolysin produced by immunization. It will be remem- 
bered that we termed the two components of the specific serum 
immune body and addiment. We were able to show that the immune 
body combines with the erythrocjrtes of the species whose blood 
was injected, since it has a specific affinity for these cells. We showed 
further that the addiment, the unstable (labile) ferment-like body 
which effects the solution of the blood-cells, is tied to these cells 
indirectly by means of the immune body. 

Proof was thus afforded that, in conformity with the require- 
ments of the side-chain theory, the immune body possesses one 
haptophore group by means of which it combines with the erythrocytes 
of the corresponding blood, and a second haptophore group with less 
affinity by which it combines with the addiment and transfers the 
action of the latter to the blood-cells. 

At that time we availed ourselves of the serum of a goat which 
had been treated for some time with subcutaneous injections of a 
sheep serum rich in blood corpuscles. Corresponding to this treat- 
ment, the serum of the goat possessed a moderate degree of solvent 
action on sheep blood-cells. 

In order to continue these studies it seemed essential to make 
use of a serum derived from an animal treated for some time with 
full blood, a serum that would accordingly possess a higher degree 
of activity. For this purpose we began the immunization (Nov. 12 


^ Reprinted from Berl. klin. Wochenschr. 1899, No. 22. 

* See pages 1-10 of this volume. 
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and Feb. 24) of two male goats by injecting them subcutaneously 
with increasing amounts of defibrinated sheep blood. In a short 
time a strongly active serum was produced in both animals, and 
we were able to observe how, following the general laws of immu- 
nization, its activity increased. The course of the immunization 
did not manifest any peculiarities. It should, however, be remarked 
that on the days following the injection of a considerable amount 
of blood (350 cc.) not the least decrease in the activity of the serum 
could be observed, in contrast to the experiences with tetanus or 
diphtheria immunization. 

So far. as the general method employed in the following experi- 
ments is concerned, it was the same as that mentioned in the first 
paper. The blood was always used in the form of a 5% suspension 
in physiological salt solution. At the time of these experiments 
the serum of buck I was able to dissolve the sheep blood com- 
pletely in the proportion of 0.2-0. 3 cc. serum to 5 cc. sheep blood 
mixture; 0.03-0.07 cc. serum were able to produce a just noticeable 
amount of solution. Of the serum of buck 11, 0.15-0.2 cc. suf- 
ficed for complete solution. It should be mentioned that the serum 
of buck II even before immunization possessed a slight solvent 
effect on sheep blood. This, however, was so slight that 4.0 cc. of 
the serum were not nearly able to dissolve 5 cc. of the 5% blood 
mixture, and 1.2 cc. serum produced only a just noticeable amount 
of solution. Heating the serum to 57° C. for half ah hour destroyed 
this action, as it did also that for rabbit and guinea-pig blood. ^ 

With the sera of these two bucks we were now able to proceed 
with our experiments. The combination of the immune body with 
the erythrocytes of the sheep at 0° C. can be readily demonstrated, 
for at this temperature and by the employment of proper amounts 
of serum no solution takes place. The serum was allowed to act on 
the sheep blood for twenty-four hours, care being taken to keep the 
mixture at 0° C. The blood-cells were then separated by means 


' On examining the sera of a large number of normal goats one will find 
some sera which possess this feeble solvent power for sheep blood. Thus the 
normal goat sera which we employed for control tests in our first experiments, 
and which were used in great number, failed absolutely to show any solvent 
action, but at most manifested only a variable degree of agglutinating action. 
This will be seen from our reports at that time. In our first communication 
we had already called attention to the great variability of the agglutinating 
property. 
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of the centrifuge, and they showed by their behavior that they had 
combined with the immune body. They did not dissolve on the 
addition of physiological salt solution, but dissolved when addiment 
in the form of normal goat serum was added. In contrast to this, 
both components combined with the sheep blood-cells when the 
mixture was kept at room temperature (about 20° C.) even for only 
eight minutes. The blood-cells, separated by centrifuge and washed 
with physiological salt solution to free them from traces of serum, 
were mixed with more salt solution and placed in an incubator, 
where they dissolved in considerable quantity. 

These new and stronger immune sera therefore exhibited proper- 
ties in relation to the sheep blood-cells entirely analogous to those 
of the serum previously described by us. On the other hand in cer- 
tain respects their behavior was entirely different. 

The serum described by Bordet, as well as that of our goats,^ lost 
its haemolytic power when heated for half an hour to 56° C. This has 
been shown by Buchner to be true of all normal haemolytic sera. 
The sera of our two bucks even when heated for three-quarters of an 
hour to 56° C. showed only a scarcely appreciable diminution of their 
solvent action on sheep bloody while their normal solvent action on guinea- 
pig blood and rabbit blood was entirely destroyed. Even when the serum 
was heated to 56° C. for three hours or when, after mixing with equal 
parts of water, it was heated for one and one-half hours to 65° C., 
it showed merely a reduction in its solvent action for sheep blood, 
but not a destruction of this action. 

Our preliminary experiments on the combining relations had 
shown us that the action of these haemolysins was due to the pres- 
ence in the serum of a specific immune ‘body and an addiment. It was 
therefore clear that we were here dealing with an addiment of a very 
peculiar kind, which was distinguished from the addiments of 
all hsemolysins heretofore known by its extraordinary resistance 
to thermic influences. This property must pertain to the addi- 
ment itself and cannot be ascribed to the presence of another sub- 
stance in the serum increasing its resistance, for such a substance 
would have served to protect the hsemolytic bodies normally present. 

In order, however, to analyze these phenomena completely, it 
was absolutely essential to obtain the two components of the complex 


^ This refers to the female goats. The male goat is always designated 
'‘buck'’ by Ehrlich and Morgenroth. [Translator.] 
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serum, the immune body as well as the addiment, in a free state. 
In the ordinary specific haemolytic serum the former is usually readily 
obtained because the addiment is destroyed by slight heating. In 
the case of our serum, however, heating proved ineffective, so it 
became necessary to adopt other means. Experience having taught 
us that the addiment is, as a rule, more readily destroyed than the 
immune body, we could expect to accomplish our purpose by using 
stronger destructive agents of a chemical nature. After a number 
of trials we have finally made use of the following procedure: 
One part of our serum is mixed with one-tenth part normal hydro- 
chloric acid, the mixture digested at 37° C. for 30 to 45 minutes, 
and then neutralised. It will be found that the serum has then lost 
its solvent power for sheep blood-cells; but that it still possesses 
immune body in scarcely decreased amount can be shown by re- 
activating the serum. 

The isolation of the immune body made it possible finally to demon- 
strate the combination of the immune body at higher temperatures, 20°- 
35° C. This combination is seen to be quantitative, i.e., the sheep blood- 
cells are able to copibine with all the immune body present in that quarts 
tity of serum which in its active state would just suffice for their com- 
plete solution. For example, to 5 cc. of the 5% blood mixture, 0.15 cc. 
of the serum inactivated with hydrochloric acid is added, it having 
been previously ascertained that this amount of active serum just 
suffices for complete solution. The mixture is allowed to stand 
for half an hour at room temperature and is then centrifuged. To 
the sediment 2.0 cc. normal goat serum are added, and to the clear 
fluid some additional sheep blood mixture and 2.0 cc. normal goat 
serum. The sediment thus treated will be seen to dissolve com- 
pletely, whereas the blood-ceUs added to the clear fluid remain intact 
despite the presence of the addiment. This shows that all the im- 
mune body combined with the sedimented sheep blood-cells. 

The addiment necessary for this reactivation is present in normal 
goat serum, as can be seen from the experiment. This is true for all 
goat sera thus far examined by us, although the amount varies. 
It will be recalled that we had found the original addiment which fitted 
the immune body was able to withstand heat. The question there- 
fore at once arises whether normal serum also contains such heat- 
resisting addiments. As a matter of fact this was found to be the 
case in a number of goats examined by us. When the serum of these 
goats was heated for J to f hr. to 56° C. and its normal hsemolytic 
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properties for other blood-cells were entirely destroyed, it was stilt 
able to typically reactivate the particular immune body here con- 
cerned.i In another series of goats, however, the result was different, 
for heating the serum to 56° C. destroyed its reactivating properties 
completely. These sera then contained exclusively a thermolabile 
addiment which, like the thermostabile addiment, fitted the immune 
body. We must therefore conclude that the immune body developed 
by this immunization is capable of being activated by addiments 
of two kinds, which differ from each other by their resistance 
to thermic influences and which are both present in normal serum. 

It is probable that both kinds of addiment can be present in 
goat serum at the same time, but that in most cases only one, the • 
thermolabile, is present. The varying behavior toward thermic in- 
fluences, manifested by the sera of our immunized animals, would thus 
be easily explained. We assume that the same immune body was 
present in both cases, but that the serum of the goat first immunized con- 
tained only the thermolabile addiment, while the sera of the animals 
examined later contained also the thermostabile addiment. In this 
connection, the fact that, previous to the commencement of immu- 
nization, we were able to demonstrate a considerable content of 
thermostabile addiment in the serum of the third animal fbuck 11) 
is of considerable interest. 

Having thus arrived at some understanding of the action of the- 
hsemolytic sera produced by immunization it seemed essential that 
we extend our investigations to the hwmolytic properties of normal 
sera. These properties had long been known and had been studied 
particularly by Buchner and his pupils.^ 

The fact that the haemolytic action of normal serum is destroyed 
by moderate heat led us to believe that the normal hsemolysins are 


^ As it is thus possible to destroy all the normal lysins (which interfere with 
the experiment) it ought to be possible to determine whether a similar heat- 
resisting addiment also occurs in the serum of other species. We succeeded' 
in demonstrating its presence in varying amounts in the serum of a sheep and 
of a calf, but failed to find it in serum of a dog or rabbit. 

2 It is very probable that certain forms of hmmoglobinuria originate through 
analogous haemolysins. Many years ago Ehrlich showed that the hccmoglobi- 
nuria ex frigore was caused, not by any particular sensitiveness of the erythro- 
cytes to cold, but by certain poisons produced, especially by the vessels, as a. 
result of the cold. Possibly also such autolysins play an important role ia 
the convalescence of severe anaemias. 
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not of simple consutution; but the experimental solution of tliia 
problem was attended with great difficulties. 

The primary tests necessary to demonstrate the complex con- 
stitution of a lysin are very readily made on a niunl)(‘r of Rories. 
They consist in thiS; that a serum which dissolves certain r(‘d IiIckmI- 
cells at ordinary temi)eraturos is mixed with these cells at if aiui 
allowed to act at this tcmj)eratiire for some time. I'or (‘xamplc% 
goat serum is mixed with giiinea-j)ig blood-cells, for which if. is nor- 
mally hairnolytic. The mixture is kept at if and them (‘(‘nfrifugotL 
The clear fluid is mixed with an additional amount of bloofi-r*eIls 
and tested in the usual manricm for its luemolytic power, lu this 
• way it was easily shown that through this })rocedurc tlic seruni had 
lost part of its power, but that this was (‘ompletely n^tored hy 
the addition of some of the same serum previously inactivatf^l by 
heat. According to our previous experience these <‘xperimentH sliow 
that this serum contains two substances: one, which we shall call 
interbody, possessing two haptophoro groups and analogous to tlie 
immune body; the other, an addiment, which we nhall h(‘r(‘aflcr firm 
complement. Further, they show that of llieHc two bodies f he* Idood- 
cells combine preponderantly with the interbody. The d(*(ri*aHe m 
the power of the serum is thus explained by a la(;k of intc*rlimly, 
and this Is supplied by the addition of inactive Bcmim. 

In experiments of this kind we have succeeded with the follravirig 
combinations: goat serum, sheep serum, calf serum, and dog Hermii, 
with guinea-pig blood. 

Although the demonstration of the lack of interlKidy in 
extremely simple, the coimtcT-demonstration, that this interlMiily 
has combined with the Hcdirnented blood-eells, is extraordinarily 
difficult; for in this demonstration a eornjdetely isolated cortifdi*- 
ment is essential. The production of a eomf)k*m(*nt to fit the Mptriftc 
interbody obtained by heating the serum of our immuniKcfl gimt 
is extremely easy, for it is found in all normal goat serum and mn 
also be obtained from immune serum by means of elective al»or|> 
tion. 

It will be well to analyze the conditions governing tliis eleetiva 
absori)tion by means of which interbcxly and complement can be 
separated. Complete separation will be possible when, under the 
■circumstances prevailing at the time, the affinity of the intcrfiocly% 

, haptophore group for the blood-cells is greater than the affinity 
■of its haptophore group for the complement* A measure of the 
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relative affinity is found in the degree of temperature at which 
combination occurs. In the case of the lysin obtained by immuniza- 
tion, which has already been described, the combination of the blood- 
cells with the corresponding haptophore group of the immune body 
took place at 0° C. ; the combination of the second haptophore group 
with the complement took place only at a higher temperature. At 
0° C. the fluid would therefore contain immune body and comple- 
ment in a free state, i.e. uncombined. In this case, of course, it is 
possible completely to abstract the immune body from this mixture 
by means of the red blood-cells. This is the most favorable case. 
Its direct opposite will be one in which the affinity of the two hapto- 
phore groups is exactly equal. In that case the blood-cells will 
invariably combine with interbody + addiment in such a manner 
that equal amounts of the two components are withdrawn from the 
fluid. Naturally between these two extremes all kinds of inter- 
mediate phases may exist showing variations in the degree of affinity of 
these two groups. It seems to us that the most frequent case is 
that in which the affinity of the haemotropic group of the interbody is 
not much greater than that of the group fitting the addiment. In 
this case we are unable to produce free addiment by treating the 
mixture with erythrocytes; a certain amount of interbody always 
remains in the serum so that the latter does not completely lose 
its solvent property. Such sera, which still possess solvent property, 
cannot, of course, be used for experiments in activation. 

In our investigations on normal sera we met with this last case 
surprisingly often, and it was this circumstance that made the study 
of the complements so difficult. We therefore sought to find another 
method of procedure, one by which these difficulties could be 
avoided. 

For analytical purposes it is essential, as already stated, to have 
both components of the serum, viz., interbody and complement, 
in an isolated form. The interbody can at any time be obtained 
from the norijoal active serum by heating, but the production of 
the complement from the normal serum is not entirely successful 
because of the above-mentioned difficulties. 

We therefore proceeded on the assumption that every blood 
serum may contain a whole series of different ferment-like bodies, 
among which some would be capable of assuming the r61e of com- 
plement. It was of course clear that such a combination of circum- 
stances would only be a fortunate chance occurrence^ and that only 
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by examining a large number of separate cases would su(‘h a favor- 
able combination be found. As a matter of fact aftcu' a ratlu.T long 
search^ we succeeded in finding such cases. 

As is well known, dog serum dissolves guinea-pig l)lood witli gn»at 
energy. If it be heated to 57*^ C. it loses this power, in ueec^rd- 
ance with the usual rule. However if to tlui 5% guinea-pig blfKHl 
mixture some of this inactive dog-serum is added, and also a sufficient 
quantity of normal guinea-pig serum (about 2 c(‘. to 5 ec. of \hv 7/;^ 
blood mixture), complete solution takes j)la(*e. This fact can b<‘ ex- 
plained only by assuming that the guinea-])ig serurri confainH a 
complement which happens to fit the haptophou! group of the inhT- 
body derived from the dog, and that it thus rea(»1ivat(‘H this. In 
this case the proof is all the more convincing iKa'aiisc* solution is 
effected by the addition of scrum of the same H])(a‘ieH from witich tlio 
blood-cells are derived. This serum should l)o tlu‘ bc»Ht poHsible 
preservative for the cells, for it rei)resents tluur pliyHioIogif%*il mediuni.^ 

By means of the^se experiments we n^gard it as posit iv<*ly jiroven 
that the haemolytic action exhibited l)y a scuiirn, normally or in 
response to immunizing pro(;edurcs, is due, in the exainiiu^d 

by us, to the comljincid action of (wo BubstarnafH. 

Now that we had at our command the int(»rlK)(ly of the luenadysin 
solvent for guinea-pig blood, d(‘rived from dog serum, ns %vi»II as a 
complement which reactivated this, we were ready to proceial to 
the last of our demonstrations. 

To each of two test-tubes containing 5 cc. guinea-pig liloocl 
0.2 cc. inactive dog serum were added, after it had previously been 
ascertained by experiment that 0.2 cc. dog serum priwdous tc^ heat- 
ing were just sufficient completely to dissolve this amount iff guinea- 
pig blood. The mixtures were allowed to remain at 2(F for half an 

* We succeeded also in finding other combinations in which an iinfilogoiw 
relation in greater or less degree could be demoiiit rated. Of these w# 
may mention: 1) guinea-pig blood, inactive calf serum, ginnea-pig wcrtini; 
2) sheep blood, inactive rabbit serum, sheep serum; 3) goat blood, infi<»tlv© 
rabbit serum, goat serum; 4) guinea-pig blood, inactive sheep nenirti, gtilrica- 
pig serum. The fact that such an interlxKiy, i.e,, one derive! from onii 
animal species, finds fitting complements not only in its own »eruiini but 
also in that of different species, is of considerable importance in tli® c|tMPiioft. 
whether curative sera can be made harmless to man by means of pa»teiiri/Atlcin. 
Possibly this would serve to explain why heating of the diphtfitrk cutmtiv# 
serum, introduced by Spronck, has not realized the expeetationi a priori field 
out for the procedure. 



CONCERNING H.EMOLYSINS. 


19 


hour and then centrifuged. The sediments thus obtained were 
washed with salt solution and again centrifuged. If now to one 
of these sediments physiological salt solution was added, and to 
the other 1.5 cc. guinea-pig serum, complete solution resulted in the 
latter, while the former remained undissolved. This proves that 
the interbody was completely anchored by the blood-corpuscles. 
The fluid' obtained by centrifuging did not dissolve guinea-pig 
blood, even when considerable guinea-pig serum was added. It 
did not, therefore, contain any free interbody derived from the dog 
serum first added. 

By these experiments we became convinced that haemolysis in 
general is due, not to a simple body, but to the combined action of 
two distinct substances. At the present time we have no general 
method to demonstrate this for each individual case, and the solution 
of the problem therefore is now possible only under either of the 
above-mentioned favorable conditions: (1) when the two hap- 
tophore groups of the interbody differ greatly in their affinity; and 
(2) when, by means of a combination whose discovery depends on 
chance, an activating complement is found. Where these conditions 
are not fulfilled, the solution of the problem, for the present at least, 
is impossible. This, for example, is the case with ichthyotoxin, the 
haemolytic constituent of eel serum. It is extremely easy to inactivate 
this eel serum, slight warming for fifteen minutes to 54® C. sufficing, 
but thus far we have been entirely unsuccessful in reactivating it, 
because we have been unable to find the requisite complement. 

Considering their multiplicity, it is but natural that we are only 
just getting a deeper insight into the nature of the substances in 
normal blood serum. It is obvious also that a great many questions 
whose solution is of importance present themselves, especially in 
connection with the substances discussed by us. 

The first question' to be considered is that of the multiplicity of 
the hsemolysins contained in a given normal serum. According to 
our observations it is very probable that the ability of serum of one 
species to dissolve the blood-cells of various other species is de- 
pendent on the action, not of a single lysin, but of several lysins. 
If, for example, dog serum dissolves the blood-cells of guinea-pigs 
and of rabbits, it must be assumed that a multiplicity of interbodies 
and of corresponding complements^ effects this action. Some of the 
ways in which the solution of this problem can be approached are 
as follows: 
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(1) The isolated destruction of single lysins by means of 
and chemic influences. 

(2) The binding of the different lysins by means of correa 
species of blood, thus making their elective removal possible 
red blood-cells this procedure, to which we shall return 
sequent article, offers many technical difficulties. On 'Lh 
hand, with a different kind of specific constituent of 
namely, the agglutinins, this method is easily applied, as cao 
iby the experiments of Bordet ^ made in connection with- < 
^experiments and carried out by the methods employed by vls^ 

(3) A separation of the lysins also seems possible throi 
munization, by means of which one is able to obtain 
against the normal lysins. Thus Kossel, Camus, and Gley^^ b 
ing animals with the strongly globulicidal eel serum, have c 
a serum which neutralizes the action of this eel serum, in otbe: 
one containing an antilysin. Evidently this reactively fonxi' 
body thrusts itself into the hsemotropic group of the interbc 
thus deflects this from the erythrocyte. Our attempts, 
these premises, to produce an isolated antibody for some 
lysins have thus far been unsuccessful. Thus a serum 
from rabbits after these had been treated with goat serum, p3 
the rabbit erythrocytes against solution by goat serum. At 'fcl 
time, however, it protected the blood of guinea-pigs and rats 
the same influence, and even prevented the hsemolytic action 
serum on rabbit blood. From this fact we must conclnc 
immunization with one serum produces a whole series of c 
antilysins. Clearly this is to be explained by assuming tha^t i 
contains a great number of different complexes possessing hap 
groups, of which many, whether they are toxic or not, are 
excite the production of corresponding antibodies. 

This surprising multiplicity of substances, present in the 
which possess haptophore groups (hsemolysins, agglutinins, fe 
antiferments) is very readily harmonized with Ehrlich 
According to his conception all these substances represer 
chains of the protoplasm, which have been thrust off and have : 
the circulation. The physiological object of the side-chaim 
Ehrlich stated in 1885,2 to bind assimilable substances 
protoplasm so that these may perve as nutriment for the 
^ Inst. Pasteur, March 1899. 

2 Ehrlich, Sauerstoffbediirfniss des Organismus. Berlin, 18S5* 
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A large part of these side-chains may, under suitable circumstances, 
be thrust off and thus appear in the blood. 

Considering the large number of organs in the body and the mani- 
fold chemistry of their protoplasm, it should not surprise us that 
the blood, which represents all the tissues, can be filled with innumer- 
able side-chains; and it is not at all astonishing, considering the 
constantly changing chemistry of the organism (influenced by a large 
number of factors such as race, sex, nutrition, labor, secretion, con- 
ditions of the surrounding medium, etc.) that the serum should be 
subject to constant qualitative fluctuations. Such variations are 
seen in the examples already mentioned, showing the behavior of 
sera of normal animals. Goat serum at one time possesses a slight 
solvent action on sheep blood, at other times this is entirely absent. 
Dog serum in one case dissolves the red cells of cats very strongly, 
in another case it does not do so at all. The action of rabbit serum 
on guinea-pig bipod shows a special variability. 

A very interesting example is afforded by lamprey serum, which, 
as is well known, possesses an extraordinarily toxic action for labora- 
tory animals in general and also for red blood-cells in vitro. Dr. 
Schonlein of Naples, whose recent death we lament, was kind enough 
to experiment with this for us. His investigations showed that the 
serum of a not inconsiderable number of lampreys possesses no 
toxic action at all, so that it could be injected into rabbits intra- 
venously in amounts of 2 cc. without any damage whatever. 

It is clear that this extensive variability enormously increases the 
difficulties in investigating these sera. Thus on repeating the well- 
known experiment of Buchner, whereby a mixture, in certain pro- 
portions, of dog and rabbit sera loses its haemolytic property for 
guinea-pigs in the course of twenty-four hours, we were able to com- 
pletely confirm Buchner^s results in three cases, while in five other 
cases the hsemolytic effect was only more or less lost. 

We believe that all these investigations support the view we have 
already expressed regarding the nature of the complex poisons of the 
blood-sera. v. Dungem (Muench. med. Wochenschr., 1899, No. 14), 
basing his action on some new experiments of his, has accepted our 
views. We can content ourselves, therefore, with merely mentioning 
another view, recently expressed by Bordet ^ He has confirmed the 
etatements made by us regarding the fixation of the specific immune 
body by means of the corresponding erythrocyte, and he has ad- 


^ Annal. de Tlnstit. Pasteur, April 1899. 
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mitted that the fixation process is connected with the solvent process, 
but he believes that the nature of this connection requires a special 
hypothesis : 

^^On pourrait rapprocher, si une comparaison un peu grossidre 
6tait permise, la modification apport^e par la substance sensi])ila~ 
trice [our immune body] sur le globule, de celle qui consisterait a 
changer la structure d'une serrure, de fagon k y permettre rintroduc- 
tion facile d^une ou de plusieurs clefs qui n^ entraient pas auparavant 
ou nV p6netraient qu^avec difficult^. Deux clefs sufiisamment sern- 
blables enteront d^s lors indifferement.^^ 

One could therefore picture the mode of action of the two sub- 
stances as it is conceived by Bordet to be like a safety lock which re- 
quires two keys to open it, of which the first is ne.cessary in order 
to make the main lock accessible. 

Against this mechanical conception it can be urged that the keys 
do not fly into the lock of their own accord, but that certain forces 
are necessary to effect this. Our theory supplies a very simple 
explanation for this ; the driving force is the chemical affinity between 
the fitting groups. The entire line of experiments made by us was 
designed to show whether the two substances, together, combincid 
with the blood-cells at one place or whether, separately, at two different 
places. Our decision was determined by the demonstration that 
the addiment was in no way fixed by the red blood-cells. Had 
Bordet repeated not only one of our experiments,^ but the entire 
series, the inapplicability of his hypothesis would have become evi- 
dent to him. 

If active immune serum is treated with red blood-cells, at 0® C. 
as described in our first article, thus fixing the immune body, the 
lock, according to Bordet, is made accessible, i.e. the conditions 
are fulfilled whereby the addiment (Bordet^s alexin) could pene- 
trate to the blood-cells. As a matter of fact, however, under these 
circumstances the addiment does not do so. This, as well as the 
new facts mentioned in the present article, harmonize b^t with 
our theory. 

If, however, this mode of action of the lysins is accepted, it will 
be impossible not to hold the same views regarding the living pro- 
toplasm, and assume in this the presence of side-chains of peculiar 
character which are designed to grasp highly complicated substance. 
It must further be assumed that these side-chains, beside their grasp- 
ing group, are endowed with a second group which, by fixation of 
peculiar ferments, effects a digestive action. 


III. STUDIES ON H.EMOLYSIS.1 

Third Communication.^ 

By Professor Dr. P. Ehrlich and Dr. J. Morgenroth. 

By injecting one animal with the cells of another, we can produce 
substances in the serum of the first, which have a specific damaging 
or destructive influence on these cells. This possibility has within 
a short time extended the theoretical doctrines of immunity in vari- 
ous directions. First Belfanti and Carbone showed that the serum 
of animals, after these had been treated with blood-cells of a differ- 
« ent species, acquires a high degree of toxicity for just this species- 
Shortly afterward, Bordet was able to demonstrate that this toxicity 
in corpore corresponds to a specific hsemolysis in vitro. This was 
confirmed independently by von Dungern and Landsteiner by experi. 
ments published somewhat later, and further by those of our own 
mentioned in previous communications. The result of the experi- 
ments is always, that, following the introduction of red blood-cells 
of one species into the organism of another, a hsemolysin is formed 
which so injures the blood-cells of the first species that their haemo- 
globin goes into solution. Bordet also showed that this haemolysis 
depends on the action of two substances in the haemolytic serum. 

The importance of this subject, due specially to the complete 
. analogy between the hsemolytic and the bacteriolytic processes, 
led us to a detailed study of the mechanism of these processes. We 
were able to show that the substance produced by immunization, the 
immune body, possesses a maximum chemical affinity for the corre- 
sponding blood-cell. This affinity is due to the presence of a specific 
combining group in the molecule of the immune body, which fits 
to a corresponding group in the protoplasm of the erythrocyte. 
Beside this, the immune body possesses a second combining group 

^ Reprint from the Berliner klin. Wochenechr. 1900, No. 21. 

2 See pages 1 and 11. 
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which fits to a group in a ferment-like body of normal serum, namely, 
the complement (addiment). By virtue of these two haptophore 
groups, the immune body functionates as a coupler or intet'body, 
carrying the action of the complement over onto the red blood-cells. 

In order to facilitate expression, that combining group of the pro- 
toplasmic molecule to which the introduced group is anchored will here- 
after be termed receptor. The side-chain, for example, which com- 
bines with the tetanus toxin in the organism is such a receptor. The 
tetanus antitoxin itself is nothing but the surplus of receptors thrust 
off into the blood. Similarly, that complex which later fimctionates 
as immune body is a receptor before being thrust off. 

In the further course of these investigations it has been found 
that the function to produce peculiar antibodies analogous to immune 
bodies is not confined to bacteria and erythrocytes. Cells of the 
most varied kind, provided they are absorbed, excite the production 
of immune bodies, in conformity with the requirements of the side- 
chain theory. Landsteiner, Metchnikoff, and Moxter succeeded 
in producing an immune serum against spermatozoa; von Dungern, 
a specific serum which acted on ciliated epithelium; and Mecthni- 
koff, an immune serum against leucocytes and kidney epithelium. 
Here also in the cases examined for this purpose (v. Dungern, Moxter) 
it could be shown that the specific active substances are of complex 
nature, consisting of an immune body and a corresponding comple- 
ment, and that the immune body possesses a specific afiSnity for the 
corresponding cells. 

The great theoretical significance of these investigations which 
open up a new field to the study of immunity is clearly apparent, 
but whether in the near future they will have any practical results 
remains to be seen. 

In the pursuit of these studies, we were led to extend our researches 
into another direction which seemed to us of special importance 
in the imderstanding of pathological processes. 

The experimental investigations thus far made have dealt exclu- 
sively with the changes in the serum which occur when an animal 
is made to absorb foreign cell material. This mode of experiment 
however, is not limited in any way by the nature of the subject, but 
is dependent entirely on the will of the experimenter, and it there- 
fore lacks all physiological analogy. 

In pathology, the changes foremost to be considered are those 
resulting from the absorption, by an organism, of its own cell mate- 
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rial. Such occasions are presented by many different diseases. 
Keeping to the blood, for example, if an individual suffers a con- 
siderable subcutaneous hemorrhage or one into a body-cavity, or 
if part of his blood-corpuscles are destroyed and dissolved by certain, 
blood-poisons, the essential conditions, just as in an experiment, 
are given for the reactive formation of substances possessing specific 
injurious afiinities for these blood-ceUs. The same, however, can 
apply to other tissues; for every acute atrophy of an organ’s paren- 
chyma can lead to the absorption of cell material and to its conse- 
quences. The conditions necessary for the development of specific 
cell poisons may be presented by various circumstances, thus, when,, 
spontaneously or under the influence of arsenic, large lymph-gland 
tumors are absorbed; when a struma melts and disappears under 
specifle treatmnt; when the white blood-cells, owing to the action 
of toxins or other substances, are caused to disintegrate; when, 
owing to certain metabolic or infectious diseases, acute atrophy of 
the liver ensues, etc. We shall further have to assume that these- 
conditions can be fulfilled, in a wider sense, when, under the influence- 
of certain general diseases, there occurs active dissolution of or- 
ganized material of any kind instead of atrophy of a single organ. 

It is therefore of the highest pathological importance to determine 
whether the absorption of its own body material can excite reactive 
changes in the organism, and what the nature of these changes is . The 
simplest conditions and those most accessible to experimental study are 
those which arise on the absorption of blood-cells. But here we face a 
curious dilemma. If an animal organism, when injected with blood- 
cells of foreign species, always produces a specific hmmolysin for 
each of these species, it must surely be following a natural law; and 
it is improbable that this law which applies in any particular number 
of cases should be suspended in the case of blood-cells of the same 
individual. On the other hand, it is not to be denied that the forma- 
tion of such haemolytic substances would appear dysteological in the 
highest degree. For example, if, in an individual who has had an 
extensive haemorrhage into a body-cavity, the absorption of this 
blood caused the formation of a blood poison which destroyed the 
rest of the blood-cells, this would be a phenomenon whose actual 
occurrence lacks any clinical evidence whatever and one which no one 
is willing to accept. 

It cannot be doubted that the organism seeks a way out of this 
difficulty by means of certain regulating contrivances, whose deter- 
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mination will be of the highest interest. To be sure the study of 
this q^uestion offers- considerable difficulties, difficulties tlirough 
which previous experiments in this direction have been brought 
to naught. (Self anti and Carbone, Bordet.) 

We have from the beginning maintained that it is possible to 
gain an insight into these processes, only when any changes occurring 
in the serum are determined by means of frequent and progressive 
examinations. Small laboratory animals, because of the amount 
of blood required for these continuous examinations, are therefore 
unavailable, and hence we selected goats as being best adapted for 
these experiments. 

After it had been determined that a single injection of a large 
amount of blood sufficed to produce the specific hoBmolytic sub- 
stances in the serum, we usually injected our animals once with a 
large amount of goat-blood. (800-900 cc. for a goat of 35-40 kg.) 
In order to overwhelm the body as rapidly as possible with the C(m- 
stituents of the blood-cells, we made use of intraperitoneal injections. 
For the same reason we thought it best not to inject intact blood- 
corpuscles, but to inject blood which had been made laky by the 
addition of water. We argued that blood-cells of the same species 
as the animal injected would be destroyed very slowly in the peri- 
toneal cavity of this animal, and that consequently the absorption 
would be so gradual as to prevent the occurrence of what may be 
termed an “ ictus immunisatorius.^^ From the second or third 
day on, we withdrew samples of serum from the animals so treated, 
and tested the solvent action on the blood of numerous other goats. 
Our method generally was first to determine whether any indica- 
tions of haemolytic action were present. For this purpose a drop 
•of normal goat blood was allowed to fall into undiluted serum of 
the treated goats, and the occurrence of any red coloration looked 
for. If this test was positive, we proceeded to test the hmmolysin 
in the usual manner by adding decreasing amounts of this serum 
to tubes containing 1 cc. of a 5 % mixture of goat-blood in 0.85% 
salt solution. 

With these preliminary remarks we proceed to our first posi- 
tive test (February 16, 1900). The subject of this was a strong 
male goat, buck A, weighing 33.5 kg., into whom there were injected 
intraperitoneally 920 cc. goat-blood (mixed from the blood of goats 
1, 2, and 3) made laky by the addition of 750 cc. water. From the 
second day on, small amounts of blood were withdrawn daily for 
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the purpose of obtaining serum. This serum, as we had antici- 
pated, never showed a trace of haemoglobin coloration. As early 
as the second day, a slight solvent action for the blood of goats 4 and 
5 was developed. A drop of the blood allowed to fall into the undi- 
luted serum of buck A suffered partial solution, so that after the 
blood-corpuscles had sedimented, the serum remained slightly tinged 
with red. By the fifth da}^ the solvent property had increased 
considerably; 0.5 cc. serum completely dissolving 1.0 cc. of the 
5% blood-mixture of goat No. 4. By the seventh day the action 
had reached its maximum. 0.3 cc. serum produced complete solu- 
tion (No. 4); 0.07 a just appreciable effect. 

As we now had at our disposal a sufficient amount of h^emolysin., 
we sought to determine whether this hsemolysin -dissolved all goat 
blood-corpuscles without exception. We found that of nine goats 
which we examined, the majority were markedly sensitive to this 
hsemolysin. Thus goats Nos. 1, 2, 4, 5, 6, and 9 were highly sen- 
sitive; two goats. Nos. 3 and 8, somewhat less so; and only one. 
No. 7, (which had previously been treated for some time with the 
expressed juice of eel muscle,) showed so slight a susceptibility that 
even undiluted serum failed to cause strong solution. 

After noting these results it was important to determine the 
behavior of the blood-cells of this buck toward the hsemolysin of 
his own serum. If a drop of blood was added to the serum, in vitro, 
not even a trace of solution occurred. These blood-cells then were 
entirely insusceptible to the hsemolysin of their own serum, as had 
already been indicated by the absence of haemoglobin coloration 
in the freshly drawn serum. 

If we designate the specific hsemolysin developed by the injec- 
tion of blood of foreign species as heterolysin^ then we must designate 
the hsemolysin due to the injection of blood of the same spe(;ies as 
isolysin. In no case, however, and this is to be emphasized, are 
we here dealing with an autolysin, i.e. a lysin which dissolves the 
blood-cells of the animal in whose serum it circulates. However, 
such a condition is not at all a matter of course, and the question 
arises why the isolysin in this case does not also functionate as auto- 
lysin. 

The toxins as well as the hsemolysins can act only when they 
are anchored by certain haptophore groups, the receptors, whereby 
the action of the poisons is concentrated on the cells possessing these 
receptors. If these groups are lacking, the poison has no point of 
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attack. We have already demonstrated that a hsemolysin, or rather 
its irninime body, is anchored by the erythrocytes, and the solution 
of the above question therefore becomes very easy. To begin, we 
have determined that the isolysin behaves like a typical haemolysin 
of the well-known kind. It loses its action by being heated for 
half an hour to 55® C. (destruction of the complement) and is reac- 
tivated by the addition of a corresponding amount of normal goat 
serum. 

Next we have determined that the immune body of the isolysin 
is bound by the susceptible blood-cells in typical fashion; that the 
blood-cells of the immunized animal, however, take up only traces 
of the immune body in vitro, amounts far less than those taken ui> 
by the almost insensitive blood-cells of goat No. 7. This phenomenon 
can at once be ascribed to a slight mechanical absorption. We see, 
therefore, that the serum’s own insensitive blood-cells are incapable 
of anchoring the specific immune body of the isolysin. 

This result can be explained in either of two ways. It may be 
assumed that the blood-cells lack this receptor entirely, or that, 
although the cells possess the receptor, the affinity of this had already 
been satisfied by the immune body in the circulation. In the latter 
case, however, it is incomprehensible why the blood-cells were not 
dissolved by the complement also circulating in the blood. Further 
reasons against the latter assumption will be apparent Jater, and 
so we shall at once discuss a series of facts which, according to our 
views, demonstrate that the insusceptibility of the blood-cells in 
this case is due to an absolute lack of these receptors. 

Assuming that a given, toxin, in an organism, finds receptors 
which anchor it, the injection of this toxin will be followed by the 
production of a corresponding antibody. If, however, an organism 
lack receptors for this poison, the first essential for the production 
of an antibody will be wanting. In the development or non-develop- 
ment of antibodies we shall have an indication of the presence or 
absence of receptors. 

Now the haemolysins belong to the class of poisons which pro- 
duce antibodies. We ourselves have demonstrated that the normal 
haemolysins of dog’s and goat’s serum, when injected into a foreign 
animal body, excite the production of antih^molysins. The ques- 
tion was whether the isolysin when injected into the oigamism of 
ether goats would be able to cause the production of an anttrisolysin. 
In order to save material we injected a young goat (No. 10), whose 
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blood-cells we had previously shown to be very aens 
lysin, several times with considerable quantiti^'^|5^1^^®iAlet®A^^^^^ 
a matter of fact an antibody was developed, so that 
serum thus obtained were able to protect 1 cc. of a 5% sensitive 
goat-blood-cell mixture against solution by isolysin A (0.5 cc.). The 
blood-cells of this same goat No. 10, on the contrary, after they had 
been repeatedly washed with physiological salt solution to free them 
from serum, proved just as susceptible to the isolysin as before. 
Hence it follows that the isolysin here concerned, isolysin A, causes 
the production of antilysins in the body of the same species when 
it finds fitting receptors. 

From this we conclude that the insensitiveness of the red blood-cells 
can only be due to the lack of receptors for the isolysin. A further 
conclusion must be that these receptors are not present in any other 
tissue of buck A, that they are absent in the entire organism, for other- 
wise there should have been a formation of anti-isolysin. 

It goes without saying that we repeated these experiments on 
a large number of animals in order to exclude all accidental phenom- 
ena. In the course of these experiments we noted numerous and 
interesting variations in the reaction to isolysins. 

Of special interest is goat B, which had been treated exactly like 
buck A. At first it seemed as though the experiment with this 
animal would run an entirely different course, for during the first 
fourteen days we were unable to detect even a suggestion of an iso- 
lysin. The red cells, however, remained completely sensitive to the 
isolysin derived from buck A. Then suddenly on the fifteenth day 
after the blood injection a haemolysin made its appearance, one 
which acted on goat blood quite as strongly as the isolysin of buck 

A. The animaPs own blood-cells were just as insensitive to this 
ha3molysin as were those in the first experiment to theirs. Here also, 
then, we were dealing with an isolysin, not an autolysin. The sen- 
sitiveness of the blood toward isolysin A continued. We now 
examined the majority of our goats in order to determine their sen- 
sitiveness to this isolysin, and found that some animals which were 
highly sensitive to isolysin A were very slightly sensitive to isolysin 

B, and vice versa. The blood of buck A occupied a peculiar place. 
It was as completely insensitive to isolysin B as it was to that of 
its own serum. 

From the behavior of the blood of the various animals toward 
these two isolysins. it was clear that these isolysins were essentially 
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different. This was positively proven by the fact that the arti- 
isolysin A was entirely ineffectual against isolysin B. The difftTcnce 
between these two isolysins is further illustrated by the difference 
of the intervals between blood injection and isolysin formatioii. I n 
the one case this was only a few days and in the other fourteen days. 
That the injection of the goat blood should result in the formation 
of two entirely distinct and easily differentiated isolysins W’as c'cr- 
tainly a remarkable phenomenon. And yet this did not exhaust 
the multiplicity of the isolysins. 

In a third goat, C, (injected on the same day as B and with sim- 
ilar amounts of the same blood,) a haemolysin C appeared on the 
seventh day which again differed from isolysins A and Ik Tliis, 
furthermore, proved itself an isolysin^ for the blood-cells of the ani- 
mal were entirely insensitive to its action, though they w^ere sensitive 
to isolysins A and B. This fact shows that isolysin C differed from 
isolysins A and B. It is specially noteworthy that, although the two 
goats B and C were injected at the same time with similar amounts 
of the same blood, they should develop different isoIysinB. This 
observation is particularly important because it show's that the 
constitution of the isolysin is dependent on the individuality of the 
animal in which it is developed. 

It is also very remarkable that these three isolysins, A,B, and 0, 
were able to destroy not only goat blood-cells, but also those of 
sheep. The sheep erythrocytes therefore possess three different 
groups which are identical with those of these goat blood-cells, or 
at least are closely related to them. On the other hand still another 
isolysin, D, does not dissolve sheep blood-cells. 

After having observed three different isolysins in three different 
goats, we are in no wise to assume that this exhausts the possibilities,^ 
On the contrary, it seems highly probable that by further experi- 
ments we shall come to know other isolysins. Nevertheless it must 
not be assumed that this variation of the isolysins is unlimitecL 
It is to be expected that a sufficient repetition of the experiments 
will finally lead us to recognize a certain cycle of constantly repeat- 
ing types. The attainment of this goal, however, is rendered very 

^ Note on revision , — In the mean time we have obtained a foiirtli isolysin , 
D, which differs from isolysins B and C in the fact that it dissolves the blood- 
cehs of B and C. Erythrocytes of A are not dissolved, but the isolysin differs 
from A in its behavior to various normal kinds of goat Idood. The behavior 
of IsolyBiu D toward sheep blood has already been mentioned. 
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only one which fulfills the conditions necessary for a permanent 
existence of a free hsemoljsin. 

The course of the reaction, however, is entirely different in the 
second case, i.e., when the group ol of the foreign hlood-cells which 
fits into the receptor group is found also in the organism of the 
animal injected, being present in its blood-cells and tissues. In this 
case, groups fitting to one another would be present in the same 
organism. A pregnant example is seen in this, that both the rennin 
and the antirennin group may occur simultaneously in the organism. 
In fact we believe that this simultaneous occurrence of such corre- 
sponding groups is a very frequent phenomenon in the economy of the 
organism, and that it occurs especially in those cases in which a 
certain cell is dependent for its nutrition on the products of a dif- 
ferent kind of celL^ 

If this is the case, i.e., when group oc is present in the organism 
beside the receptor group, the first phase will proceed just as in the 
first case. There will be a binding, regeneration, and thrusting-off 
•of the receptor as immune body. The difference in the course of 
the reactions becomes manifest in a second phase in which these 
thrust-off receptors are taken up by group a. 

Under certain circumstances this might lead to serious injury, 
namely, when the thrusting-off of the receptors as immune bodies 
occurs so suddenly that the organism is overwhelmed, the red blood- 
cells anchoring the receptor group and being dissolved by the ever- 
present complement. In this case, then, an autolx/Bin could develop. 
But this result need not of necessity ensue. It can be j)revent€d, 
for example, if at first only small amounts of the liberated receptor 


' In contrast to this we shall have to assame that singular haptophore groups 
•occur wherever it is designed to catch hold of certain exogenous conatittients 
of the nourishment. In immunization it is of some consequence wliether a 
singular group functionates as receptor, or one which corresponds to another. 
The former is probably the case with the toxin, and this permits of an extraor- 
dinary increase in the production of antitoxin, being limited by no regulating 
contrivance. If, however, the antigroup is present in the organism, owing to 
secondary influences, a regulatory production of new antigroups will occur. 
This might be the reason why it is apparently impossible to increase the pro- 
duction of antirennin to any desired degree. The antirennin finds the corre- 
sponding rennin group in the organism and causes the production and thrusting 
off of this group. As a result of this series of changes we find at one time that 
the seruna of an animal contains free antirennin, at another time that rennin 
is being excreted by the urine. 
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(immune body) reach the tissues. This would effect a production 
and thrusting-off of the corresponding group a, which would then 
circulate as an antiautolysin and serve to switch the autolysin there- 
after formed, away from the blood-cells. Be this as it may, whether 
the organism be injured as a result of an acute flooding with the 
liberated receptors, or whether this injury be prevented by the slow 
course of the reaction, the end result in the second case will regularly 
be a development of an antiautolysin} 

The three possibilities, therefore, which present themselves on 
the injection of blood of the same species are: 1, the failure of any 
formation of hcemolysin; 2, the formation of an isolysin; 3, the develop- 
ment of an antiautolysin. 

Each haptophore group of the red blood-cells (and we have reason 
to assume a large number of different groups in each erythrocyte 
of every species) will have to react, in the animal body, according 
to the above scheme. This leads to a large number of possibilities. 
If, for example, an injected blood-cell possesses three haptophore 
groups, a, Xj it will be possible for a to cause the development of 
an isolysin, ^ an antiautolysin, while y produces no effect whatever. 

This, of course, complicates the problem extraordinarily. A 
multiplicity of variations is presented whose complete investigation 
would require a great deal of time and labor. The three cases above- 
mentioned, however, amply suffice to explain all our observations 
thus far. The differences in the three isolysins previously described 
are to be ascribed to the action of three different haptophore groups 
of the blood-cells; and the fact that the same blood injected into two 
animals causes the development of different isolysins is to be explained 
by the individual differences in the receptors. Finally, the failure 
of any isolysin reaction whatever would correspond to an absence 
of suitable receptors. 

^ The cases here discussed are of general significance for the question whether 
haemolysins exist at all, and they determine also the conditions under which 
the haomolysins of normal serum are capable of existence (see also the second 
communication, pages 11-23). The fact that a normal temolysin dissolves the 
blood-cells of foreign species but spares its own blood-cells, that, for example, 
dog serum dissolves guinea-pig blood, rat blood, goat blood, sheep blood, etc., 
but not dog blood, is only a single instance of the above-mentioned general 
law that autolysins are not capable of existence in an organism; for the presence 
of receptors, which is essential to the production of autolysins, would, if tlie 
autolysins should develop, soon result in a compensation by means of anti- 
autolysin formation. 
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I Though the existence of the antiautolysin is theoretically 

i sible, we have thus far been unable to demonstrate it. To 

! it would first be necessary to get hold of an appropriate autol; 

I The possibihty of getting this, however, is only conceivable iTi 

I favorable cases where the autolysin might be produced critic 

1 and in large amounts. This certainly did not occur in the < 

I . observed by us, and we were therefore compelled to try a 

j method to demonstrate such an antibody. We know of a mu' 

. ' of haemolysins which dissolve goat-blood and which therefori 

to certain haptophore groups of the goat blood cells. It is 
ceivable that one of these haptophore groups is identical with, 
of the autolysin sought for, and that an antiautolysin 
: groupl^ 

I With this end in view we have made a number of experim 

j and tested the action of our inactive goat serum on the goat~}:>l 

j dissolving action of dog serum, pig serum, and goose serum a? i 

J the serum of a rabbit treated with goat blood. The results, howi 

were not positive. From this, of course, we are not to coraci 
that antiautolysins are not at aU present in these cases. We « 
rather extend and vary our experiments in all possible direel 
until a lucky coincidence leads us to find a fitting hsemolysin. 

Perhaps the most important of the questions thus presents 
whether this deficiency of binding groups in the red cells is perfor fl 
or whether it is due to a new regulating power of the organism* 
j the latter case this power would be suited in the highest; de^r«! 

j protect the body even without the formation of an antiautol] 

j In one case, to be sure (goat E), it seemed as though the in 

I sitiveness was developed only in response to the blood injeel 

j The blood-cells of this goat (the goat had been repeatedly inj^o 

I were primarily sensitive to isolysins A and B. After the injoc 

there developed a complete insensitiveness to isolysin B, altlitc 
the sensitiveness to A remained. In this case an isolysin w^m 
developed, so that if accidental circumstances are excluded, it app 
I as if under the influence of this blood injection a direct chaimg 

destruction of the binding , groups had taken place. 

We may perhaps also assume that the complete insensitiir^ 

^ The multiplicity of the combining groups of the blood-ceHs is wdl fllu»ei 
by the blood of buck A. This blood is insensitive to the isolysins mmt ii 
Independently of this, however, it retains complete sensitiy^ess to hsemtol; 

^ of a different origin, pig serum, goose serum, specific goose serum from rmft 
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of buck A to isolysin B is a secondary one, due to the treatment; 
for thus far, among the many normal goats examined, we have failed 
to find a single one whose blood-cells are completely insensitive to 
isolysins A or B. 

These phenomena require further and more extended investi- 
gation, and in this we are at present engaged. 

In closing we should like to point out that the difference between 
isolysins and autolysins emphasized by us makes several recent 
attempts directed to the solution of certain pathological processes, 
particularly those of autointoxication in man, appear questionable. 
It has frequently been ascertained that serum secretions and excre- 
tions of the diseased body are poisonous in animal experiments, 
and the conclusion has been drawn that the substances to which 
this poisonous action is due must exert an injurious effect on the 
organism of the patient. From the above analysis we see that this 
conclusion is not at all imperative. If, for example, the serum of 
a scarlet fever patient is especially toxic to guinea-pigs, it is possible 
that the same may be absolutely harmless to the patient himself. 
Even if one demonstrates that the serum of ansemic individuals dis- 
solves the blood-cells of other individuals, it does not prove that 
this property is of any significance for the origin of the anaemia. 
On the contrary it is highly probable that this haemolysin is only 
an isolysin and not an autolysin. 

The above experiments may suffice to show how very complicated 
the conditions are when the material of its own body is absorbed 
by an organism. Drawing a general conclusion, however, we may 
say that such an absorption, which as already stated extends to 
the greatest variety of cells and occurs in numerous instances, will 
not as a rule lead to permanent injury of the organism, owing to 
the formation of reaction products. Only when the internal regu- 
lating contrivances are no longer intact can great dangers arise. 
In the explanation of many disease phenomena it will in the future 
be necessary to consider the possible failure of the internal regu- 
lations as well as the action of directly injurious exogenous or endog- 
enous substances. 


IV. CONTRIBtJTIONS TO THE STUDY OF IMMUNITY.^ 

By Dr. von Dungern, University of Freiburg, Germany. 

A. New Experiments on the Side-chain Theory. 

The combining experiments of Ehrlich and Morgenroth^ showed 
conclusively that the two components of an immune serum necessary 
for haemolysis and first demonstrated by Bordet, namely the immune 
body which withstands heating to 56® C. and the complement (addi- 
ment) which is present even in normal serurp, can under certain cir- 
cumstances exist in a serum side by side, uncombined. The immune 
body possessed a strong affinity to the blood-cells to which it spe- 
cifically belonged, being anchored by these cells at 0® C. and thus 
separated from the complement, which latter remained in the serum. 
The complement was abstracted from the serum by the erythrocytes 
only at higher temperatures provided the immune body was present 
at the same time. When the latter was absent the blood-cells failed 
to combine with any complement whatever. The complement, 
therefore, because of its lack of affinity, was unable to act on the 
blood-cells, and likewise the mere anchoring of the immune body 
by the blood-cells, without the presence of the complement, was 
unable to effect any haemolysis. The most plausible explanation 
for these facts was this, that solution is effected by the complement, 
but that this substance first requires the immune body to enable it 
to lay hold of the blood-cells. 

Bordet^ has assumed that the inomune body, independently of 
the complement, combines with the substance of the erythrocyte 
and so changes this that it (the erythrocyte) now combines with 
the complement. Against this assumption must be urged that 
as a matter of fact there is a definite relation between immune body 


^ Reprinted from the Munchener med. Wochensohrift, No. 20, 1900. 
2 See pages 1-23 of this volume. 

® Annales de ITnstitut Pasteur, 1899, No. 14. 
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and complement of the same species. An immune serum inactivated 
by heating to 56° C. can always be reactivated by the addition of 
fresh blood serum from an animal belonging to the same species as 
that from which the immune serum was derived. The complements 
of other species of animal, however, reactivate this immune body 
in the most divergent manner. 

The results of the combining experiments were readily harmonized 
with the requirements of the side-chain theory. The immune body 
is nothing but a side-chain with two haptophore groups, which has 
been produced in excess and thrust off into the blood. One of these 
haptophore groups possesses a strong chemical affinity for the corre- 
sponding group of the erythrocyte, and ordinarily it serves to anchor 
nutritive material possessing corresponding haptophore groups to 
the cells. The other haptophore group is able to combine more 
or less completely with complement present in the serum. It is 
probably designed to collect from the blood plasma the ferment- 
like complement, which, by splitting up the nutritive substances^ 
makes their assimilation possible. 

There is, however, another view to take of these phenomena. It 
is comprehensible that the cell, as such, produces the two compo- 
nents necessary for haemolysis simultaneously and in relation with 
each other, in such fashion that in the assimilation of the substances 
anchored, it constantly produces the complement required by means 
of its own activity and does not depend on the supply from with- 
out, from the blood plasma. The assumption of such a complex 
system — in which two members so intimately connected are yet 
so readily dissociated — offers difficulties which it is unnecessary to 
discuss further, especially because, as will be seen later, experi- 
ments have precluded this possibility. 

If, however, the side-chain theory is correct we shall expect: 

1. Th%t immune body and complement are not present in the 
immune serum in equivalent proportions, but that quantitatively 
they may be independent of each other. 

2. That the same group of the red blood-cells which in haemolysis 
combines with the immune body causes the production of the im- 
mune body. 

3. That cells which possess such form of complex side-chains are 
enabled by the presence of the^complementophile groups to abstract 
complement from the blood serum. 

1 . The question whether in the immunity reaction 6nly the inac- 
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tive immune body is produced, which then combines secondarily 
with the complement present in the blood, or whether the two sub- 
stances reach the circulation together, can under favorable con- 
ditions be answered by an exact quantitative analysis of the immune 
serum for immune body and complement. 

I have therefore treated a number of rabbits with cattle blood, 
cow^s milk, and tracheal epithelium of cattle, and examined the 
haemolytic immune sera thus obtained for their exact content in im- 
mune body and complement. Corresponding to the material injected, 
the erythrocytes of cattle were always used as a reagent. The 
method employed was the same in all cases; decreasing amounts of the 
various blood sera were mixed, each with one-half cc. 5% cattle 
blood dilution (in 0.8% NaCl solution), the mixture was kept at 
for two hours and tested for haemolysis. It was then very 
readily proven that an equivalence between immune body and com- 
plement does not at all exist. 

If such an equivalence were present, the immune body of the 
fresh immune serum would be completely saturated with complement 
and would not become more active by the further addition of com- 
plement. The experiments demonstrated the contrary, for in some cases 
the power of the immune sera was markedly incraseed by the addi- 
tion of normal rabbit serum, which, in the doses employed, was not 
itself able to effect the slightest solution of the cattle blood-cells. 
For example, if the fresh serum of a rabbit which had been treated 
with cattle blood was able to make ten times its volume of a 5% 
cattle blood mixture completely laky, the same serum on the addi- 
tion of a sufficient amount of complement was able to dissolve 320 
times its volume. On comparing the various immune sera with each 
other, it is seen that this increase in the haemolytic action on the 
addition of complement is in direct proportion to the amount of im- 
mune body present. 

The experiments therefore prove that the immune 

body is entirely independent of the complement. 

We can, however, go further and determine quantitatively the 
exact amount of complem^t contained in the normal serum on the 
one hand and in the immune serum on the other. 

The amount of complement contained in the various normal 
sera was determined by always testing with the same amount of a 
blood immune body. In fixing moh a standard serum it is only neces- 
sary to taloe us a measure the action of an immune body saturated with 
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for equal amounts of immune body act differently with 
diji* amounts of complement. In all my tests on the amount of 

f^*‘**I*l< 2 :rcxent contained in a serum, I used so much inactivated blood 
nntiitjirie serum that the immune body, when saturated with com- 
could dissolve sixteen times the amount of blood present. 
I'lxG experiments demonstrated that the amount of complement 
«>ti ictiried. in normal rabbit serum is fairly constant, and even in 
tliflrc‘reia.-t animala is not subject to great fluctuations. Proceeding 
^ described, it was found that complete solution took place 

in id I cases on the addition of V40 to V20 cc. normal serum. Within 
tidinite limits therefore the complement in rabbit blood seems fixed. 
I lie amount of complement contained in immune serum could be 
**rmined by comparing the haemolytic action of the fresh serum 
wit li its action, after inactivation (by heating for twenty minutes 
ft» C.), on the addition of various amounts of normal rabbit serum, 

tlir* complement content of which was known. 

’I'h.G serum of the rabbits treated with cattle blood, serum which had 
U'rn. shorm to contain such a large excess of immune body, was tested 
J, -Sf, 4^ li, and H days after the injection and failed in dll of the 

im mt'ro-us cases to show even a trace of increase in the amount of com- 
jJt rriteiTtt it contained. A peculiar state of affairs is thus presented. 
Sific-e iisemolytic action is dependent on the immune body so far 
t liis can combine with the complement, we see that the haemolytic 
«i*t ion. of fresh immune serum can be increased only up to a certain 
determined by the amount of complement contained in the 
normal blood serum. All - additional amounts of immune body 
foi'mcd in the course of the immunity reaction therefore remain 
iafori-fc, and manifest their action only when the immune body is 
into combination with greater amounts of complement. 
11ii« can be done artificially, in test tube experiments, by the addi- 
fir »in of normal serum, or experimentally by injecting the immune 
l»r»<riy into a suitable animal body.’- 

Y^yt/mune serum therefore differs from normal serum only in its con- 
It fif of inactive immune body. Accordingly, in the immunity reaction, 
inactive immune body is produced by the cells in excess. This 

• f5o also the earlier observations, as those of R. Pfeiffer, on cholera serum, 
ntjr own on epithelial immune serum, and those, of Moxter on antispermatozoa 
«*<**r«m , in which the immune sera, in themselves little or not at all active, showed 
tfatfrir full power when injected into fitting animal bodies, are to be explained 

bV relative poverty of these sera in preformed complement. 
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result is easily understood on the basis of the side-chain theory, 
if we assume that the production of the complement is entirely inde- 
pendent of the binding of the injected substances by the side-chains, 
and is probably referable to other cells. If the production and 
thrusting off of the particular side-chains exceeds a certain limit, these 
side-chains will fail to find in the blood serum any more complement 
whose haptophore group is still available. The disproportion between 
immune body and complement then sets in. This will • be most 
marked in those cases in which the normal serum contains but little 
complement and in which a considerable production of immune body 
can be effected. 

2. Certain experiments which I have described in a previous com- 
munication regarding globulicidal action of the animal organism ^ led 
me to the view that the immune body combines with a particular 
group of the hlood-cells and thus leads to their solution. This con- 
ception was based on the fact that a specific affinity exists between 
erythrocyte and the corresponding immune body, which affinity must 
be the same in the production as in the action of the immune body. 
According to the side-chain theory just this affinity is the driving 
force which on the one hand anchors the corresponding group of 
the erythrocyte to the preformed side-chains (such side-chains when 
thrust off constituting the immune body), and on the other, in 
haemolysis, anchors the immune body, and with it the complement, 
to the blood-cells. 

It must always be conceded to the opponents of this view that the 
evidence to prove such complicated processes as will develop in the 
cells after inoculations of blood into an animal body will not, perhaps, 
be absolutely conclusive. If one were willing to forego an explana- 
tion of the specificity, one could assume that the immunity reaction 
is baaed on an increase of the normal function of certain cells whose 
products are formed without req[uirmg a certain group to fit into a 
corresponding one. 

It was therefore of great interest to be able to show experimentally 
that the group which in haemolysis combines with the immune body 
actually gives rise to the production of the immune body. This 
demonstration, was effected by injecting blood together with inac- 
tivated blood immune serum. 

If the development of the antibody is independent of the group 


* Mimeh. med. Woehensclirift, 1899, Nos. 13 and 14. 
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to which the immune body is attached, the immunity reaction- 
will be exactly the same whether the injected blood is loaded with 
immune body or not. If, however, the production of the immune body 
is dependent entirely on the molecular group for which the immune 
body possesses a specific ajfinity, no immune body will be developed 
when a sufficient amount of inactivated blood immune serum is 
added to the injected blood, since the group is already occupied by 
immune body and no longer offers the cells a point of attachment. 

The experiments completely confirm the latter assumption. 
When the blood loaded with immune body was injected j no immune 
body whatever was developed in the injected animal; whereas in a con- 
trol rabbit, injected with exactly the same amount of cattle blood 
(30 cc.), but without immune body, so much was produced that 
the serum eleven days after the injection was able to dissolve com- 
pletely eight times its volume of full blood provided sufficient com- 
plement was added. 

This fact, like many others, speaks against the idea that the 
immune bodies or the analogous antitoxins are not reaction products 
of the organism but are derived by modification from the substances 
introduced, a view still maintained by certain high authorities. The 
phenomenon, however, is readily explained on the basis of the side- 
chain theory. Since the particular groups of the erythrocytes, 
which otherwise give rise to the immunity reaction, are already 
occupied by immune body, it is impossible for them to be bound 
by the side-chains, which are absolutely similar to the immune body. 

3. According to the researches of Ehrlich and Morgenroth, the 
erythrocytes of sheep possess no affinity whatever for the complement 
of normal goat serum. If instead of sheep blood-cells, one employs 
those of cattle and allows them to act on rabbit blood serum, exactly 
the same thing will be observed; the rabbit blood serum, centrifuged 
after prolonged contact with the blood-cells, shows no diminution 
in the content of complement. If, however, other cells, e.g.^ ciliated 
epithelium from the trachea of cattle, be mixed with rabbit serum, the 
result is directly opposite, the complement decreasing, and even under 
some circumstances disappearing entirely. In like manner the rabbit 
serum may lose its complement through the action of other cells. 
In the case of various mammals and birds, every one of the organs 
tested — sliver, spleen, kidney, testis, lung, and brain — ^was able to 
abstract more or less complement from the rabbit serum. Yeast 
cells and fiLssion-fxmgi were also able to effect this. Especially remark* 
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able, however, is the fact that the body cells of the same animal 
are able to produce this phenomenon. 

Exact quantitative examinations showed that there were dis- 
tinct differences. The spleen and kidney of a rat, for example, were 
more strongly active than the same organs of a guinea-pig, while 
the liver tissue of the two species possessed equal activity; the 
spleen and kidney of the rat abstracted more complement from 
rabbit serum than did the same quantity of liver tissue, whereas 
in the guinea-pig the liver acted more strongly than the spleen, and 
the latter, again, more strongly than the kidney. Virulent cholera 
vibrios acted only one-quarter as strongly as the completely avirulent 
"'cholera Calcutta.'' (The number of active individuals could not, 
of course, be regarded.) Yeast cells were weakly active, anthrax 
bacilli strongly so. In the case of anthrax bacilli I tested the action 
of heat on this property to abstract complement from rabbit serum, 
and found that it is not destroyed by heating the bacilli for twenty 
minutes to 56® C., but that it is destroyed by heating them for only 
a short time to 98° C. But the property of the cells to abstract 
complement from rabbit serum is lost not only through the action 
of heat, but also when the particular cells previous to their mixture 
with rabbit serum hare been allowed to remain in, contact with another 
serum^ For example, 1 grm. finely crushed kidney tissue of cattle 
is mixed with 2 cc. cattle serum, allowed to act at 37® C. for half an 
hour and then separated from the serum by centrifuge. If 2 cc. 
rabbit serum are now added to the sediment, and this is allowed 
to stand for half an hour at 37°, it will be found on testing with cattle 
blood immune body that there is no diminution of complement 
content; but such a diminution does occur when, with exactly the 
same procedure, 8 p. m. NTaCl solution is used in place of the cattle 
serum. 

These phenomena are best explained by assuming that the cells 
in question, in contrast to the erythrocytes, possess groups which 
have a very close chemical relation to those of the complement which 
reactivates the cattle blood immune body. The affinity of the cells 
may, in fact, be greater for the complement than for any immune 
body directed against other cells of the same animal specie. For 
example, if we add ciliated epithelial cells from the trachea of cattle 
to an immune serum derived from a rabbit by treatment with cattle 
blood, we shall under favorable circumstances jBnd that theinmime 
body has been partially, but the complement completely, abstracted 
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from the serum. In this, therefore, the combining relations are 
just the opposite of those found by Ehrlich and Morgenroth to exist 
between blood-cells and their corresponding immune body. The 
tracheal epithelial cells must therefore possess complementophile 
groups. The immune bodies, which according to the side-chain theory 
are only the side-chains thrust off into the circulation, are similarly 
supplied with complementophile groups. These facts speak for 
the correctness of the views of Ehrlich and Morgenroth, especially 
when we consider that a cell, corresponding to its many-sided func- 
tions, possesses not merely one kind of side-chain, but side-chains 
of the most highly developed form. 

Mammalian erythrocytes in contrast to the tissue cells seem 
not to possess complex side-chains; and this is readily understood 
when we consider that the red blood-cells of these animals, being 
without a nucleus and unable to maintain their nutrition independently 
are not complete analogues of the tissue cells; and further that 
their conditions of nutrition, corresponding to their simpler func- 
tions, must be less complicated than those of the typical tissue cell. 
Among the living constituents of the body, the red blood-cells con- 
stitute the simplest case and are therefore particularly adapted to 
the solution of many special problems in immunity, as can be seen 
from the course of the last experiments. 

The phenomenon, that body cells are able to abstract complement 
from the serum, furnishes us with a good explanation of the fact 
that immune sera are often so little active in an organism of a dif- 
ferent species. The immune body, which in stronger concentrations is 
not saturated with complement, even when the immune serum is 
perfectly fresh, can lose its complement entirely in the body of an 
animal of different species ; it will therefore become active only when 
it finds a fitting complement in the new organism. Hence in serum 
therapy it is advisable, as Ehrlich has proposed, to employ for pur- 
poses of immunization, animals closely related to man, and further- 
more to search for anthropostable complements. 

B. Phagocytosis and GlohuUcidal Immunity. 

In a previous communication ^ I expressed the view that the specific 
increase of the globulicidal function of the organism, following the 
introduction of chicken and pigeon blood, is due to the action of the 

^ Munch, med. Wochenschrift, 1899, Nos. 13 and 14. 
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serum and not to the activity of the phagocytes. That the taking 
up of the blood-cells by the phagocytes in the specifically treated 
guinea-pig is necessary for the solution of the blood-cells was ex- 
cluded by the fact that haemolysis is also effected in the peritoneal 
cavity of the animals apart from the phagocytic cells. Furthermore, 
a transference by the phagocytes of the substances necessary for 
solution was not suggested because the exudate, rich in leucocytes, 
which was produced in specifically immunized guinea-pigs by in- 
jections of ah aleuronat mixture, showed a much smaller content 
of both immune body and complement than the blood which was 
poor in leucocytes. 

Metchnikoff has objected to these experiments.^ He states that 
aleuronat exudates contain principally microphages, whereas "the 
blood is richer in macrophages, and that the latter alone are con- 
cerned in haemolysis. I have therefore tested the spleen (rich in 
macrophages) of normal rabbits and guinearpigs with a cattle blood 
immxme body derived from rabbits in order to determine the amount 
of complement present. The experiments have demonstrated that 
the spleen also contains much less complement than the blood serum. 
For example, 1 grm. finely crushed spleen of an exsanguinated rabbit 
was mixed with 4 cc. of an 8 p. m. NaCl solution. This fluid, like 
similar mixtures derived from liver and kidney, when tested in the 
usual manner proved from eight to sixteen times weaker than the 
blood serum. Moreover, if the suspended organic particles were 
first washed with physiological salt solution, they yielded no com- 
plement whatever to the immune body. The spleen of a guinearpig 
contained still less complement, although the serum of this same 
animal completely activated the cattle blood immune body derived 
from rabbits, and did so in even smaller quantity than the rabbit 
serum. 

We must therefore in conformity with the side-chain theory look 
to the blood serum as the chief source of complement. 

It is self-evident that the complement cannot originate in the blood 
plasma; it must, of course, be derived from some kind of cells. How- 
ever, that it is especially abundant in the phagocytes is not at all 
borne out by the above experiments. 

As for the immune body, Metchnikoff too believes this to circulate 
free in the blood plasma. According to his conception the macro- 


^ Annales de Tlnst. Pasteur, 1S99, No. 10. 
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the immune body. The immunity reaction occurs even under con- 
ditions in which phagocytosis does not at all enter; and if, accord- 
ing to the observations of Metchnikoff, somewhat less immune body 
is produced after subcutaneous injections than after equal injections 
peritoneally, this may be explained as follows: In consequence of 
the slower absorption from the subcutaneous tissues, fewer cells 
eome into contact with the group of the erythrocytes which excites 
the immunity reaction before an excess of immune body is thrust 
off by these cells into the blood. This immune body, of course, 
prevents any further combination of the group in question with other 
cells. 

To what extent the phagocytes are concerned in the production 
of immune bodies must be determined separately in each case. No 
definite conclusions can be drawn from the experiments of Metchni- 
koff on guinea-pigs with goose blood-cells, for at no time did the 
organs of the specifically treated guinea-pigs show a stronger glob- 
ulicidal nction than those of normal animals, although such an 
increase in haemolytic power was exhibited by the blood serum. But 
the observation has been made that even in normal animals the 
organs rich in macrophages are able, in contrast to other tissues, to 
dissolve goose blood-cells, and this observation is well adapted 
in this case to support the assumption of a special significance of 
the phagocytes for this function. However, that organs rich in 
macrophages effect hemolytic action is not necessarily the case. For 
example, the spleen of a guinea-pig (1 grm. finely crushed spleen 
suspended in 1 c.c of an 8 p. m. NaCl solution), in contrast to the 
blood serum of the same animal is not globulicidal for cattle blood. 

Considering the large number of immune bodies, it will surely 
often occur that the phagocytes are preeminently concerned in the 
production of the immime body, especially since these cells frequently 
come into intimate relations with the injected substances. On the 
other hand, it is extremely improbable that the phagocytes alone 
produce immime body. After all that has been said we shall have 
to bring this production into relation with the general conditions 
of nutrition. The most varied ceUs, according to the kind of side- 
chains they possess and the affinities thereby brought about, are 
probably able to produce immune body. 

Like the closely related antitoxic immunity reaction, the globu- 
licidal and bactericidal reactions rest on a chemical process the 
course of which is best explained on the basis of ‘the side-chain theory. 
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Metchnikoff ^ has pursued this question as to the origin < 
antitoxins further. Since a positive conclusion did not seen 
sible to him by the use of the bacterial poisons, he employed a s; 
cell poison, spermotoxin, which can be produced by treating g 
pigs with the testicle and epididymus of a rabbit. The use c 
poison has the advantage that the organs against which it is di; 
can be removed from the animal without serious injury. A 
injection of this poison into the body of male rabbits is fol 
by the production of an antibody, it was merely necessary to i 
this procedure on castrated rabbits to decide the question wl 
the antispermotoxin is produced only by the sexual cells m 
by other organs. 

The results showed that the sera of rabbits which had been in; 
with this spermotoxin would protect rabbit spermatozoa a^ 
the action of the spermotoxin no matter whether the rabbits 
whom these sera were derived had been castrated or not. 

According to Metchnikoff^s view, this is opposed to the 
•chain theory, since,’' as he says, an antitoxin is produced 
out the presence of corresponding receptors in the organism.’ 
this, however, Metchnikoff starts with the assumption that the sp( 
toxin is absolutely specific and that it acts exclusively on sp< 
tozoa. He believes that the haemolytic action which he has obs* 
in the spermatozoa immune serum may be explained by assu 
that with the injection of testis and epididymus red blood-cells 
introduced, and that these produced a hsemolysin entirely inde] 
■ent of the spermotoxin. Further, he thinks that any relation c 
spermotoxin to other cells is excluded by the fact that in the s 
■of guinea-pigs which have been treated with spermatozoa 
cells suffer no greater change than they do in normal guine 
serum. 

Having made observations in the course of my investigatioi 
-epithelial immunization, which contradict these assumption 
Metchnikoff, I feel compelled to explain my views in order to 
up the entire matter. 

As r have mentioned in a previous communication ^ the cil; 
epithelial immune serum is able, besides its specific action on cili 
epithelium, to dissolve the red blood-cells of the same animal spc 

^ Annales de ITnstitut Pasteur, 1900, No. 1. 

* Munch, med.- Wochenschrift, 1899, No. 38. 
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This, of course, is readily understood by means of the side-chain 
theory. One could not well assume that all the side-chains of a 
certain group of cells are entirely different from all the side-chains 
of the rest of the cells. It is much more probable that certain groups 
which serve general functions of nutrition are common to the majority^ 
if not to all, of the cells of the same animal. 

When, therefore, after the injection of ciliated epithelial cells 
we see a haemolytic immune body develop, we may assume that 
among the groups of the ciliated epithelial cell which effect the 
immunity, there are some which are identical with those of the red 
blood-cell or at least closely related to them chemically. 

If this view is correct we should expect that, conversely, the 
immune body of an immune serum derived by treatment with blood, 
would be bound by ciliated epithelial cells of the same species. The 
facts correspond entirely with this assumption. According to my 
experiments, epithelial cells from the trachea of cattle are able par- 
tially to bind the blood immune body derived by treating rabbits 
with cattle blood. The affinity of the ciliated epithelium for the 
blood immune body is, however, as already mentioned, less tlian 
that for the haemolytic ciliated epithelial immune body of the rabbit 
immune serum. 

With this a further fact of considerable importance becomes 
manifest. Although the ciliated epithelial cells are destroyed by 
the ciliated epithelial immune body (provided sufficient complement 
is present), it has thus far been impossible to demonstrate any injury 
of these cells resulting from the binding of the active blood immune 
body. The epithelial cells thus differ from the red blood-cells, which 
are destroyed even by the antiepithelial serum. We shall not enter 
into an explanation of these phenomena, which point to a multiplicity 
of antibodies produced in response to cell material. It will suffice 
to point out that there is a whole series of substances which are 
designated as blood poisons, because they attack especially the 
red blood-cells while they have little or no effect on other cells. 

The fact that the blood immune body when supplied with com- 
plement is bound by the ciliated epithelial cells of cattle without 
causing any apparent injury, proves, at least, that the phenomenon 
of toxic action in no way shows whether or not a toxin or toxin-con- 
taining substance has been bound by the cells. The appearance of 
toxic symptoms, to be sure, in the case of antitoxin-forming poisons, 
is proof that the poison has been bound. An absence of toxic symp- 
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ceptors for the immune body of the spermatozoa immune serum 
are present not only in the organs of generation but also in other 
cells of the rabbit. When, in addition, we come to consider the 
results of these last experiments, we find that the demonstration 
of Metchnikoff (that even in castrated animals, in response to treat- 
ment with spermotoxin, a body is developed which prevents the 
action of the spermotoxin) loses all value as proof for the origin of 
a specific antispermotoxin. 

The active spermotoxin employed by Metchnikoff is of course not 
a simple poison; it consists, just like a haemolysin, of the specific 
immune body obtained by immunization and the complement present 
in all guinea-pig serum. Now it has been shown independently by 
Ehrlich^ and Bordet ^ that when the complement is injected into 
foreign species it excites the production of an anticomplement which 
inhibits the action of an active immune body by taking away the 
complement, and that it does this without possessing any specific 
affinity to this immime body. 

It is therefore possible that the action of the antispermotoxin 
obtained by Metchnikoff is to be explained thus: The injected 
guinea-pig serum by virtue of the complement (Bordet^s alexin) 
which it contains, causes the production of an anticomplement 
serum which then renders the complement of the spermotoxin (de- 
rived from guinea-pigs) innocuous. With this idea, Bordet has ex- 
amined an antihaemolysin, which is analogous to the antispermo- 
toxin, and has found that the action of the anticomplement is much 
more pronounced than that of the anti-immune body. The forma- 
tion of an anticomplement does not, of course, according to the side- 
chain theory, presuppose the presence of spermatozoa; for accord- 
ing to my experiments the complement may possess affiniti^ for the 
most varied cells of the organism. 

Ehrlich^s theory, that the antitoxins are produced by those 
organs which possess chemical relations to the toxins, is therefore 
in no way affected by the observations of Metchnikoff. 


B. Milk Immune Serum. 


After it had been found that it is possible to produce a specific 
immune serum by injecting guinea-pigs with ciliated epithelium from 


^ Croonian lecture, Royal Society, London, Mardb 1900. 
* Aimal. de ITnstitut Pasteur, May 1900. 
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the tracliea of cattle it was but a step to employ epithelial secretions 
for the same purpose. In conjuactioa with this it was of considerable 
theoretical interest to determine in this very way whether the specific 
properties of cells are preserved in their secretion products. 

I have therefore employed milk for immunization and have first 
treated guinea-pigs and rabbits with cow milk. The cow milk 
immune serum thus obtained is able, so far as I have been able to 
observe, to kill ciliated cells in the peritoneal cavity of rabbits, though 
in a smaller measure than the specific ciliated epithelial immune serum. 

The affinities of an immune serum are readily determined when 
the serum, like the ciliated epithelial immune serum for example, acts 
also on red blood-cells, for then this can be used as a reagent. Cow 
milk immune serum possesses the property to dissolve cattle blood 
in a not inconsiderable degree. This haemolytic action, as in the 
case of the blood immune scrum and of the ciliated epithelial immune 
serum, is due not to any increased content of complement but to the 
presence of a specific immune body. Hence here also it was pos- 
sible to compare the affinities of this immune body (for the ciliated 
epithelium on the one hand and for the red blood-cells on the other) 
with the aflSnities of the specific blood immune body. 

The two immune sera obtained by injecting rabbits with cow 
milk and with cattle blood were therefore inactivated, equal quan- 
tities of normal rabbit serum to serve as complement were added 
to them in excess, and the mixture tested for its haemolytic properties 
on cattle blood. The cow milk immune serum usually showed such a 
degree of action that one part of the immune serum saturated with 
complement was able to dissolve completely 20 parts of the custom- 
ary 5% cattle blood mixture. 

Corresponding to this, therefore, the much stronger haemolytic 
cattle blood immune serum was diluted with inactivated normal 
rabbit serum or with physiological salt solution until, with an excess 
of complement, the hsemolytic action of the two sera on cattle blood 
was exactly equal. 

When the two immune bodies have in this way been made entirely 
equal so far as the haemolytic property is concerned, it is possible to 
exactly compare their chemical affinities fox a particular group of 
cells. It is then easily demonstrated that the two hjemolytic immune 
bodies differ in respect to their chemical relations to other cells of 
the same species. 

Thus if equal quantities of ciliated epithelium are added to the 
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two sera and the mixture centrifuged some time after, it will be 
found that the milk immune body has been completely abstracted 
from the serum, but the blood immune body only partially so. Cili- 
ated epithelium, therefore, combines more strongly with the milk 
immune body than with the blood immune body. 

On the other hand, the blood immune body possesses a greater 
affinity to the erythrocytes than does the milk immune body. Thuis 
if equal amounts of cattle blood are added to the two inactivated 
immune sera (amounts which would be completely dissolved if suf- 
ficient complement were present), it will be found after a certain tiroe 
that the blood immune body has been completely bound by the 
red blood-cells, whereas the milk immune body can still partially be 
demonstrated in the serum. 

If one tests a number of different cow milk immune sera in this 
way, the results will show marked variations. My experiments were 
conducted on four diferent cow milk immune bodi^ which had 
been obtained by injecting rabbits with cow milk. Three of these 
showed considerably less affinity to the red blood-cells than did 
the specific blood immune body obtained by treatment with blood. 
The fourth, however, was bound by the red blood-cells in about the 
same degree as was ‘the blood immune body. On the other hand, 
cases were observed in which the serum of rabbits after these had 
been injected with cow milk showed only a very slight hamolytic 
action, and this only on the most sensitive of the blood-cells. 

All of these differences manifested themselves quite independ- 
ently of the cattle blood employed in the experiment and must there- 
fore be ascribed to differences in the immune sera themselves. Pos- 
sibly they are due to variations in the kind of receptors, such a.m 
were found in a marked degree in the experiments of Ehrlich and 
Morgenroth on isolysins.^ The strong affinity of the haemolytic 
milk immune body for tracheal epithelium, however, was prcsenfc 
in all the cases examined and it did not differ materially from th© 
chemical relationship between ciliated epithelium and its specific 
ciliated epithel immune body. 

Hence by treatment with cow milk we obtain a hamolytie immune 
serum which dif ers from the blood immune eeram, but eaniiot with. 
certainty be differentiated from the ciliated epithel immune fierum. 
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The cow milk immune serum^ owing to the character of its affinities, 
is to be classed with the epithel immune serum. 

The interesting fact to be deduced from this is that milk con- 
tains the same specific groups as the epithelial cells which produce 
it; and this agrees Tery well with histological observations accord- 
ing to which the protoplasm of the gland cells is itself used in the 
production of the milk. 

After having found it possible to produce a specific epithel immune 
serum by injections of cow milk, it seemed to me that immunization 
with human milk might prove useful in the suppression of carcinoma, 
especially mammary carcinoma. Thus far, however, the treatment 
of dogs and rabbits with' human milk has not yielded an immune 
serum haemolytic for human blood, one corresponding to the cow 
milk immune serum. 


VI. STUDIES ON H^MOLYSINS.i 

Fourth Communication. 

By Professor Dr. P. Ehrlich and Dr. J. Mobgeneoth. 

The continued thorough study of both natural hiumolysins and 
those produced by injections of red blood-cells leads to the con- 
ception of an extraordinary multiplicity of the substances which are 
either normally present in serum or which we are able at will to 
produce therein. That in the action of the artificially develoi)cd 
haemolysins two substances are always concerned may now be regarded 
as a fact supported by numerous individual observations. The two 
substanl3es are: (1) the specific immune body produced by immuniza- 
tion, and (2) a substance, usually thermolabile, contained even in nor- 
mal serum, our '^complement and the "alexin '' of Buchner and of 
Bordet. We have shown that the erythrocytes anchor the immune 
bod^^ in a specific manner, while they do not combine with the isolated 
complement as such. The fact that the immune body has been 
bound by the corresponding erythrocytes has been confirmed by 
von Dungern, Bordet, and Buchner. Out of a fluid containing both 
immune body and complement^ at 0° C. the blood-cells take up 
only immune body, at higher temperatures both immune body and 
complement. We were able to explain this phenomenon only by 
assuming that the immune body poas^ses two haptophore ^oups, 
one of greater affinity, which is related to a receptor of the blood- 
cells and acts at 0® C., the other, of l^s affinity, which combine 
only at higher temperatures with a corresponding group of the com- 
plement. 

Our views' can be expressed most simply by means of the fol- 
lowing rough diagram (see figure). This will also serve to show 
the close relations existing between lysins and the true toxins. 

* Reprint from the Berlin. Min. Wochenschrift, 1900, No. SI. 
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ll we bear in mind that the toxins in a restricted sense (diph- 
theria toxin, tetanus toxin, etc.) are characterized by two different, 
groups, of which one is haptophore and the other toxophore, and 
if we express this by means of a diagram, we shall find that the anal- 
ogy between toxins and h^emolysins becomes very apparent. The 
active hcemolysin is seen to be nothing but a toxin consisting of two parts. 
One of these parts, the immune body, corresponds to the haptophore 
group of the toxin, while the complement represents the toxophore- 

Fig. 1. 



a, complement; 6, interbody (immune body); c, receptor; d, part of 
cell; e, toxophore group of the toxin; /, haptophore group. 

group.i In opposition to our views, Bordet assumes that the immune- 
body (substance sensibilatrice) in a manner not definitely stated, 
sensitizes the blood-cells so that certain injurious substances present 
in normal blood-serum (alexins) act destructively on these cells.. 


^ This analogy becomes apparent also in heating, for the toxins as well! 
as the hsemolysins, through the loss of the toxophore group by the one, or 
of the complement (which corresponds to the toxophore group) by the other,, 
lose their specific action. On the other hand, the residues, which still possess! 
the haptophore group, are able to excite the production of specific antibodies; 
in the organism. In this sense, therefore, the toxoids are analogues of the im- 
mune body. 
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The difference between these two views is considerable. According* 
to our views the complement (== Borders alexin) possesses a dirot*t 
affinity; due to chemical relationship, to the immune body, wliili^ 
according to Bordet such a relation is excluded. Since this questinii 
concerns our scientific understanding of hsemolysins and bacterioly . 
sinS; and concerns also a basic difference affecting the practical ap|)li* 
cation of the bacteriolysins, we shall have to study the subject morn 
closely. 

I. Concerning Alexins. 

Buchner, who by his thorough investigations on the bactericidfil 
and globulicidal properties of normal sera laid the most importarii 
foundations of this subject, assumes that the serum contains eer« 
tain protective bodies, alexins, which act equally on bacteria, foreigrt 
blood-cells, etc. These alexins, which are essentially of the character 
of proteolytic enzymes,^ are of most unstable (labile) nature and lo»ii 
their power by being heated to 55® C. Bordet also seems to assume 
the presence, in normal serum, of alexins in Buchner ^s sense. 

According to Buchner, the serum of a given species always con« 
tains the alexin as a single definite substance. Now in our second 
-communication we showed -that the matter was much more com. 
plicated than this; that in the hsemolysins of the normal sera examinefl 
by us the action depends on the combination of two substancm 
which correspond entirely to the two components of the hsemolysifi 
obtained by immunization. Hence an alexin also consists of 
-an interbody which withstands heating, and a complement whicti 
is generally thermolabile.^ The interbody is in every respect the 
complete analogue of the immune body, and the only differenc# 
between these is that in one case the side-chains of the protoplasm 
are thrust off in the course of normal vital processes, in the other 
'Case this is due to an immunizing procedure. 

Since our second communication we have been able to confirm 
this view by means of a large number of separate cases. Of thme 
we shah, mention only a few which serve, above all, to support th# 
immediate consequences of our view, namely, the multiplicity of th§ 
•hcemolysins of normal serum. 

Goat serum dissolves the blood-cells of rabbits as well as those 

^ Buchner, Munch, med. Wochenschrift, 1900, No. 9. 

®Moxter (Centralblatt fur Bacteriologie, Vol. 26) has demonstrated thiMt 
•jilso for a normal bacteriolysin. 
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of guinea-pigs. Heating the serum for half an hour to 55° C. 
eauses this property to be lost, owing to the destruction of the com- 
plements. On the other hand, one frequently finds horse sera, by 
themselves unable to dissolve the erythrocytes of rabbits or guinea- 
pigs, which are able through their content of complement to complete 
the inactive interbody of the goat serum and make this a complete 
hsemolygin. According to Buchner ^s views, only a single alexin is 
concerned in hiemolysis. We therefore next studied the question 
whether the interbodies which act on the blood-cells of rabbits and 
.guinea-pigs are identical. For this purpose we first determined the 
dose of inactive goat serum which, on reactivation by the addition 
of sufficient horse serum, was able to dissolve a certain amount on 
rabbit or guinea-pig blood-cells. On the basis of these data this 
amount of rabbit blood in physiological salt solution was mixed with 
the required amount of inactive goat serum and after standing a 
short time at room temperature the mixture was centrifuged. The 
result was as follows: The clear fluid mixed with additional rahhit 
blood cells and the activating horse serum showed no trace of solvent 
property; the red blood-celLs, originally separated by centrifuging; 
dissolved completely under the influence of horse serum. In a 
parallel series of experiments the clear fluid was mixed with guinea- 
pig blood. In this, complete solution ensued. 

From these experiments the conclasion follows that rabbit blood 
combines with an interbody present in goat serum, and does sO; 
in fact, completely; whereas the interbody acting on guinea-pig blood 
is not at all fixed by the rabbit blood. By means of this elective 
absorption, therefore, it is positively determined that normal goat 
serum contains two interbodies, one acting on rabbit blood and the 
other on guinea-pig blood. 

The question at once arose whether these interbodies possess 
a single complement in common or whether there is a special comple- 
ment for each. Only after considerable labor were we able to decide 
this question experimentally. We were finally able to determine 
that in the filtration of normal goat serum through Pukall filters, 
the first portion (6-10 cc.) possasses a markedly different solvent 
power for rabbit and guinea-pig blood. We herewith reproduce 
an experiment of this kind. 

0.15 cc. of goat-serum previous to filtration was able to dissolve 
completely 2 cc. of a 5% mixture of guinea-pig blood, while 0.2 cc. 
serum was able to dissolve the same amount of rabbit blood. After 
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the serum was filtered, the filtrate showed the same solvent power 
for guinea-pig blood, whereas the solvent power for rabbit blood 
had almost entirely disappeared, for 0.8 cc. effected only a trace of 
solution and 0.23 cc. none at all. This loss of solvent power could 
be due only to an absorption, by the filter, of (1) the interbody 
fitting the rabbit blood, or (2) the complement, or (3) both. Since, 
however, the solvent action of the filtrate on rabbit blood was restored 
by the addition of complement-containing horse serum, while the 
addition of interbody had no effect, it follows that the filtration 
had removed only the complement. From this fact, namely that 
a serum may be deprived of its complement for rabbit blood while 
the complement for guinea-pig blood remains, we must conclude 
that there are two different complements corresponding to these two 
interhodies. According to this, then, at least four different substances 
are concerned in the case in question, tw^o different immune l)adie8 
and two complements fitting thereto. One pair of these acts on 
guinea-pig blood and the other on rabbit blood. According to 
Buchner only one single substance, the alexin of goat serum, would 
be concerned. Further details of these experiments will be published 
later. We should, however, like to observe that in the horse serum 
used for reactivating, it was possible to prove the existence of two 
complements. This proof, moreover, was effected in two ways, 
by means of filtration and by the production of anticomplements. 

The following observation will show that a still greater multi- 
plicity of normal hsemolysins can exist in the serum. In our second 
communication we have given a detailed description of an experi- 
ment in which a normal interbody of dog serum was caused to 
combine with guinea-pig blood and then reactivated by means of 
guinea-pig serum, which served to supply the complement- In this 
experiment the interbody contained in 0.2 cc. dog serum was boun^ 
by a certain quantity of guinea-pig blood-cells. This is the amount 
of dog serum which, when active, just suffices to completely dissolve 
the given quantity of blood- On repeating this experiment, but 
employing horse serum as complement, it was found impossible to 
reactivate the dose of interbody just sufficient for solution (0-2 cc.). 
By systenaatic trials, in which multiples of the dose of interbody 
previously used were employed, we finally determined that it require 
six times the amount, i.e., 1.2 cc,, in order ttiat the int^body would 
be completely reactivated by the horse serum. That is, the first- 
employed dose of the inactive dog serum, which contained just 
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interbody to be completely activated when the complement of guinea- 
pig serum was nsed, contained only one-sixth the amount of interbody 
which was completely activated when horse serum was used as 
complement. From this, however, it follows that all the interbody 
present in dog-serum and possessing specific relations to the guinea- 
pig blood-cells is not of the mme uniform nature. In our case one- 
sixth of the interbody acting on guinea-pig blood can be reactivated 
by horse serum, while fully five-sixths can be reactivated by the 
complement of guinea-pig serum. Therefore the goat serum con- 
tains two different interbodies for the same species of blood-cells, and 
these can be positively separated by means of the difference in activa- 
tion. 

In oxir second communication, hy showing the existence of a 
thermostabile and a thermolabile complement in the goat serum, 
we also proved that the complements of a given serum need not 
be of uniform nature. At that time we showed that the sera of 
two buchs treated with sheep . blood-cells, as well as the sera of a 
number of normal goats, contained a complement which, in con- 
trast to the other complements of the same sera (for rabbit blood 
and guinea-pig blood), was not destroyed by heating to 56° C. 
Buchner finds it so hard to emancipate himself from his views that he 
seeks to explain our observations by assuming we made a gross error 
in the experiment. He supposes that the sheep serum still present 
in the 5% mixture of sheep blood-cells, and which we disregarded, 
reactivated the inactive serum and led us to mistake it for a resistant 
complement. We were well aware of this source of error and had 
therefore, even in the first communication, stated that the slight 
amounts of sheep serum present in the blood mixture caused no dis- 
turbances whatever. How, hy the way, could it be explained that 
these disturbances occurred only in the serum of certain animals 
although the method of procedure was the same? Or, that digestion 
of the serum with HCl, which does not injure the immune body, pre- 
vented ah solution whatever? 

After what has been said, we shall have to assume that in gen- 
eral eveiry serum which acts hcemolytically on various species of blood 
possesses a corresponding multiplicity of interhodies, to which again 
different complements may fit. Against the Unitarian views of 
Buchner and of Bordet we must uphold the view that the experi- 
mental results positively show a multiplicity of complements in 
normal serum. This multiplicity of the haemolytic substances will 
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not be surprising if we remenaber that normal blood serum con- 
tains, besides the hsemolysins, a number of other active substances, 
such as haBmagglutinins, bacterioagglutinins, antiferments, ferments^ 
cytotoxins, etc. ; and further, that from a normal serum which agglu- 
tinates several species of bacteria, the corresponding agglutinin 
can be isolated and abstracted by treating the serum with one of 
these species (Bordet); and that the same holds true for hamagglu- 
tinins (Malkoff). We shall quite naturally come to the conclu- 
sion that, under normal conditions of the cell's nutrition, a large 
number of simple or complex side-chains are constantly thrust off 
which then, either alone or in conjunction with complements simi- 
larly thrust off, exert specific actions. Hence normal serum contains 
an 'enormous number of such substances. To these, in general, we 
give the name haptins. 

When therefore Buchner, in opposition to our views, believes- 
that the assumption of these different substances seems unreasonable, 
we must emphasize that our conclusions are not the result of specu- 
lation, but simply the necessary consequences of observations which 
are not to be harmonized with the assumption of a single simple 
alexin. It will be evident also why we have completely dropped 
the term alexin used by Buchner. In our .investigations, in all the 
cases closely analyzed, we never found a simple substance (Buchner's 
alexin) , but always a complex hsemolysin consisting of interbody and 
complement. This hsemolysin, as alreaady emphasized, completely 
corresponds in its properties to the hsemolysins developed through 
immunization. We shall therefore have to assume that also in 
their development the normal hmmolysins correspond exactly to the 
artificial hsemolysins. 

In regard to the latter, von Dimgem has already shown, by 
demonstrating a great disproportion between immune body and 
complement, that these two substances are produced quite inde- 
pendently of one another, and that they therefore probably originate 
in different cell domains, von Dungem also showed that in the 
extensive formation of new immune body which occurred when 
rabbits were treated with cattle blood-cells, the corr^ponding com- 
plement was not in the least increased. We ourselves have often 
noted an analogous independence of the two components in a 
number of normal hsemolysins. One of us will discuss this at length 
in a subsequent paper. One interesting fact, however, we shall mo- 
tion h^a 
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(certains rapports convenables). It would be difficult to express 
these relatioris in a form chemically comprehensible. 

Based on the conception of strictly specific relations, such as 
follows from our theory, the study of these complements acquires a 
high practical value. Donitz^ has already called attention to the 
great importance for the therapy of infectious diseases of jfinding 
sources yielding sufficient complement, von Dungem^ has further- 
more shown that body cells are able to bind certain complements and 
that therefore a completed bacteriolysin derived from a certain 
animal species can, when it is injected into another organism, entirely 
lose its complement and so become inactive. 

In the Croonian lecture (March 22, 1900), Ehrlich pointed out 
that the bacteriolysins and hsemolysins (interbodyH- complement) 
possess three haptophore groups, of which two are on the interbody 
•and one on the complement. It is conceivable that for each of 
these groups there is a corresponding antigroup which binds the 
haptophore concerned and so inhibits the action of the lysin. For 
•each lysin therefore three antibodies are possible, the action of any 
•one of which is able to put the lysin out of action. At that time 
Ehrlich called particular attention to the important r61e of one of 
these antibodies, namely, the one which fits into the haptophore 
•group of the complement and so prevents this from combining with 
the interbody (immune body). He stated further that together 
with Morgenroth he had succeeded in the experimental production 
of such anticomplements by means of immimization.® 

Our observations in this direction were made on the serum of 
a goat which for a long time had been injected with large amounts 
of horse serum. Horse serum was used because our extended ob- 
servations had shown that this constitutes a particularly rich source 
of most varied complements, and because it was therefore to be 
expected that a plentiful amount of anticomplements would be 
obtained. This expectation was fully realized, and we have come 
to know a large number of interbodies of different origin which 
be reactivated by the complements for different varieties of blood 
contained in horse serum. As an example the Mowing conabina- 
tions may be mentioned; Babbit blood — ^inactive dog serum j gtiinea- 

^ Donitz, Klinisches Jahrbuch, Vol. 7, 1899. 

^ See page 36. 

* In the meantime Bordet (loc. cit.) independently has also produced anti- 
complements by means of immunization 
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the binding group of the latter against any further coinl 
complement. If, on the contrary, the anticomplemei 
with the haptophore group of the complement, the 3 
left free and must therefore still he capable of reactiv 
experimental solution of this question was very easy. 
cytes, loaded with interbody, were subjected to the 
mixture of complement and anticomplement which hac 
tralized to complete inactivity. After centrifuging it wen 
the blood“Cells dissolved readily on the further addition 
ment. Solution also occurs if a small amount of con 
excess is added to the exactly balanced mixture of com] 
anticomplement. These experiments indicate that the 
ment acts by fitting into the haptophore group of the com 
side-tracking this group. 

We have also convinced ourselves that it is possible 
anticomplements not only with horse serum but also 
sera, such as the sera of goats, dogs, cattle, rabbits, and . 
'by injecting the serum into foreign species. In these expe: 
choice of animals employed for purposes of immunizatio] 
an important r61e. For example, a rabbit treated with 
very readily yields an anti complement, whereas when 
similarly injected no • anticomplement (at least in the 
examined by us) could be demonstrated. So far as we 
to determine, the protection afforded by the anticomplerm 
to all the species of blood-cells on which the serum used f 
zation exerts its action. Since the sera in question, so i 
action is concerned, contain a plurality of complements 
complementary serum must contain a whole series of 2 
ments which correspond to the different complements 
the immunizing serum. Perhaps this polyvalence of th 
plementary serum accounts for the phenomenon that ce 
sera produced by means of a particular blood serum s 
inhibit the injurious action of many other kinds of bL 
These facts indicate that this interchange of protection 
the presence in the two sera of a certain number of con 
plements, In fact there seem to be cases in which cert 
have the majority of their complements similar. Such 
ah probability is that of the goat and the sheep, as is evi 
the fact that in the reactivating action goat serum can be 
r^laced by sheep serum and vice versa. This at least 
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all the cases observed by us. Still more convincing, however, is the 
fact that neither the injection of a sheep with goat serum nor of a 
goat with sheep serum results in the production of anticomplements. 
All experiences indicate that the complements normally present in 
the serum of a certain species of animal are not able to excite the 
formation of anticomplements in, such an animals own body. Per- 
haps this may be explained thus, that the relation between com- 
plement and complementophile group is extremely slight (as was 
shown by the binding experiments previously described by us) and that 
therefore one of the conditions necessary for the thrusting off — a per- 
manent and firm union with the receptor — ^is not in this case fulfilled. 

We realize that w'e have been able here merely to point out some 
of the principles applying to this subject. Their closer anatysis 
encounters extraordinary difficulties in consequence of one of the 
facts demonstrated by us, namely, the multiplicity of interbodies, 
complements, and anticomplements. Thus far these difficulties have 
been overcome in only a few favorable instances. 

III. One of Bordet’s Objections Controverted. 

Bordet, in his most recent wort (loc. cit.) has described the follow- 
ing interesting experiment, by means of which he believes to prove 
that our views concerning the mechanism of hjemolysis are incor- 
rect. As hflcmolysin, Bordet employed the serum of guinea-pigs after 
these had been treated with rabbit blood. This then possessed a 
high degree of solvent power for rabbit blood. If this hcemolysin 
is inactiviated by heating, it is possible to restore the hsemolytic 
action, as well by the addition of normal guinea-pfg serum as by 
that of nonptal rabbit serum. These two sera, therefore, contain 
complements (alexins) which make the reactivation possible. Bordet 
now sought to discover whether the ‘^alexin’’ of rabbits is identical 
with that of guinea-pigs. Bor this purpose he treated rabbits with 
the serum of the imiiunized guinea-pigs and obtained an antiserum 
which, while it contained a small amount of anti-immune body, 
contained considerable anticomplement. He then determined that 
this antialexin acted only against the alexin of the guinea- 
pig, and not at all against that of rabbits and some other animals. 
At the same time a certain degree of action against the complement 
of pigeon seruiii was noted, so that this antiserum was not absolutely 
specific. From tMs Bordet concludes that his theory of sensitiza- 
tion must be correct, namely, that the various alexins derived from 
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different species act directly injuriously on the sensitized blood-co 
Against each of these alexins an antialexin exists which prote 
the sensitized blood-cells against just this particular alexin. 

It cannot be denied that at first sight this experiment appei 
to speak strongly in favor of Bordet ^s theory. If one assumes, 
Bordet of course does, that in the immune serum produced by hi: 
one single immune body comes into play, then since this can be rea 
tivated as well by rabbit serum as by guinea-pig serum, the cai 
plement contained in these two species of sera must, according 
our theory, possess the same haptophore group. If this were L*. 
case, however, the same Anticomplement should protect against bo 
complements j and this it does not do. 

We have therefore subjected Bordet’s experiment to an exa. 
reexamination and have been able to determine that an exhaust!^ 
quantitative analysis presents the experiment in an entirely differea 
light. A haemolytic serum was produced by treating guinea-pi| 
with rabbit blood. A preliminary trial of this serum showed th^ 
when inactivated it could be reactivated in large amounts as we 
by guinea-pig serum as by rabbit serum. The anticomplemeni 
derived from other rabbits by treatment with normal guinea-pi 
serum, ^ was able in the inactive state to completely inhibit the reach! 
vation with guinea-pig serum, although the same anticomplemen 
serum in its active state reactivated the inactive immune body. 

We next proceeded to examine these facts quantitatively anK 
found that the simple solvent dose of the serum for 0.5 cc. of a 6^ 
rabbit-blood mixture amounted to 0.075 cc. Then we tried voi 
Dungem’s experiment (loc. cit.) to increase this action, by addimf 
to the native immune serum normal guinea-pig serum in amounts s< 
small that they did not themselves exert any solvent action. 
found that the full solvent dose had thus been decreased to 0.025 eo. 
This proved, as in von Dungem’s case, that in the immunization a 
large excess of free immune body was present which could not nearly 
be satisfied by the amount of complement normally present. Now 
we could expect that this same increase in power would be effecteci 
by the addition of rabbit serum, but we found instead that rabbit 
serum even in large amounts did not produce any increase whatever^ 

According to Bordet’s view such a deviation is absolutely incom- 
prehensible, and this led us to pursue the case further. We first 


^ In contrast to Bordet we chose normal guinea-pig serum for immunizatiom 
in order to avoid the disturbing action of an immune body. 
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inactivated the immune serum and determined the minimal amount 
of the inactive serum which would cause complete solution in the 
presence of^(l) normal rabbit serum, or (2) of guinea-pig serum. 
We found that it required 0.25 cc. of the inactive immune serum to 
effect complete solution of the given amount of rabbit blood when 
rabbit complement was employed, whereas only 0.025 cc. of the immune 
serum was required when guinea-pig complement was employed. 

This result, however, cannot be harmonized with Bordet’s theory of 
sensitization. According to his view one would expect that a blood- 
cell which is sensitized by the presence of the immune body is subject 
equally to *the action of various alexins. . In both cases the same 
amount of immune body should then suffice to make the blood-cells 
sensitive to the alexins (complements). As a matter of fact, how- 
ever, it requires ten times as much in the one case as in the other. 
If one desired to hold to Bordet’s theory one might possibly say that it 
requires ten times as strong a sensitization with the same immune body 
in order to make the cells sensitive to the alexin of rabbit serum. 

If this highly complicated assumption were correct, the relation 
as above determined, 1 : 10, should represent a constant ratio. Owing 
to a lack of animal material we were unable to study this question 
of constant ratio on the example selected by Bordet. However, 
in an analogous series of cases for which we had abundant material, 
we were able to pursue this question further. 

We made use of a goat which had been treated with sheep blood 
and whose serum therefore dissolved sheep blood-cells. The inac- 
tivated serum of this goat could be reactivated by two complements, 
that of normal goat serum and that of horse serum. The anticom- 
plement obtained by treating a goat with horse serum inhibited, 
even in small amounts, the action of the horse complement; whereas 
its action on the goat complement was so slight as to be practically 
negligible. The conditions here, therefore, are exactly the same 
as in the case described by Bordet. 

In the beginning of the observations it was found that 1 cc. of 
a 5% mixture of sheep-blood, mixed with normal horse serum to 
serve as complement, was completely dissolved on the addition of 
0.35 cc. immune body (inactivated immune serum); whereas when 
normal goat serum was used as complement only 0.025 cc. of the 
immune body was required. This corresponds to a ratio of 14 : 1. 
On repeating the test a week later with serum freshly drawn from 
the immunized goat we found that the constituents which were 


70 


COLLECTED STUDIES IN IMMUNITY. 


reactivated by horse serum were unchanged (0.35), but that it requirot 
considerably more immune body when goat serum was used tor 
reactivation than it had before, namely, 0.1 cc. This correspmuiH 
to a ratio of 3.5 : 1 as compared to the former ratio of 14 : L TTu^ 
shows that a constant ratio does not as a matter of fact exist. vVe 
must rather assume, as we did for a normal haemolytic serum, that 
two entirely independent immune bodies, A and B, are present in 
the immune serum and that these differ in the ratio of their quan- 
tities and in the manner in which they are reactivated. The amount 
of immune body A contained in the immune serum has remained 
constant, while B after a short time has considerably decreased 
(to one quarter). This divergence would in fact indicate that the 
two immune bodies are formed independently of each other. 

We have thus demonstrated that in the phenomenon observer! 
by Bordet not a single immune body, but two different ones, come 
into play, one of which is related to a complement found only in 
guinea-pig serum, while the other is related to a complement found 
in rabbit serum. Through this demonstration Bordet’s objection 
loses all its force and his experiment becomes in fact a new argu* 
ment for our theory. 

The occurrence of different immune bodies in a hsemolytic Boriim 
obtained by immunizing with red blood-cells is not at all surprising 
in view of our experiments on isolysins described in our third com- 
munication. We have obtained a whole series of different isolysins 
by injecting goats with goat blood. At present they number twelve. 
In the red blood-cells not merely a single group but a large number 
of different groups must be considered, which, provided there are 
fitting receptors, can produce a corresponding series of immune 
bodies. All of these immune bodies again will be anchored by the 
blood-cells employed in immunization. We may assume that when 
an animal species A is immunized with blood-cells of species B s 
hsemolytic serum will be produced which contains a great host of 
immune bodies. These immune bodies in their entirety are anchored 
by the blood-cells of species A. 

We are convinced that the duality found by us in the two €aa« 
examined is much below the actuality, and that thorough, though 
to be sure arduous, studies will succeed in discovering a multiplicity 
heretofore unexpected. For the present, however, this duality of 
the immune body should suffice to controvert the objections made 
by Bordet from the Unitarian standpoint. 
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Fifth Communication. 

By Professor Dr. P. Ehrlich and Dr. J. Morgenroth. 

In the few years since its formulation the side-chain theory has 
exercised a marked influence on the direction of the investigations 
in immunity. The subject of toxins and antitoxins has to a certain 
extent been concluded, at least for the present. Several objections 
raised by Roux and Borrel ^ in connection with their splendid 
work on cerebral tetanus, as well as those made by Metchni- 
koff 2 and Marie, ^ rested on a misconception of the theory, and the 
facts on which these are based serve rather as a complete confirma- 
tion of the theory.^ The attempt of PohH to place the doctrine 
of antitoxins purely on the basis of inorganic chemistry has been 
completely controverted by Bashford.^ 

Thus the facts proved themselves thoroughly in harmony with 
the theory, and the latter furthermore proved its inventive value 
in many directions. It was but natural that the side-chain theory 
originally formulated for the antitoxins, if it had any general 
biological significance at all, should also include the complicated 
phenomena of immunity which result from the introduction of 
bacteria or tissue-cells. Hence we began two years ago to investigate 
experimentally the applicability of the doctrines resulting from this 
theory to the specific hsemolysins obtained by immunization, whicih 
had been discovered by Bordet a short time previously. These studies 

^ Reprint from the Berliner klin. Wochenschrift, 1901, No. 10. 

2 Annales de ITnstitut Pasteur, 1898. 

3 See Weigert, Lubarsch’s Ergebnisse der Pathologie, 1897; also Levaditf 
Press m^dicale, 1900, No. 95. 

Arch, intemat. de Pharmacodyn., 1900. 

® Arch, internat. de Pharmacodyn. et Therapie, Vol. VIII, faec. I and 11, 
1901. 
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served to demonstrate the complete harmony of the theory with the 
facts on this subject. Furthermore after overcoming considerable 
experimental difficulties we succeeded in demonstrating the same 
behavior for the haemolysins of normal serum and thus brought these 
also under the laws of the side-chain theory. Reexaminations from 
various directions confirmed the correctness of our fundamental 
experiments and we may say that at present the majority of workers 
in this field, partly as a result of their own experiments, have accepted 
our views and regard the side-chain theory as a justified hypothesis 
which best explains most of the phenomena thus far observed in the 
subject of immunity. Since this in part concerns processes in 
which the animal organism acts with all its highly complicated con- 
ditions, it is no wonder that now and then a fact has appeared in 
the course of the investigations which at first seemed to be irrecon- 
cilable with the theory. The latter, however, is in no way injured 
thereby, for the solution of such apparent contradictions results 
in a deeper understanding of the subject and makes for progress. 
An instructive example of this was recently afforded in physical 
chemistry. As is well known, several at first inexplicable contra- 
dictions to van^t Hoff's theory of solutions, resulting from certain 
deviations in osmotic tension, found their explanation in the theory 
of electrolytic dissociation of Arrhenius, and this theory served to 
again obtain general acceptance for the theory of solutions itself. 
We have therefore endeavored to analyze carefully the objections 
urged against our views by high authorities. 

The objection raised by Metchnikoff ^ against the specific formation 
of the toxins was based on the fact that even castrated rabbits yield 
an antispermotoxin. In a recent study ^ from the laboratory of 
Metchnikoff, this objection is withdrawn. It was found that in this 
antispermotoxin an anticomplement is principally concerned and 
not an anti-immune body, for it was produced even by treatment 
with normal serum.^ It is therefore especially gratifying that Metch- 
nikoff also has recently accepted our view that the complement 
is anchored to the immune body by means of the latter's complement- 
ophile group. 

An important objection made by Bordet ^ based on some extremely 


^ Annales de Tlnstitut Pasteur, 1900, No. 1. 
^ Ibid., No. 9. 

® See von Dungern, page 47. 

* Annales de ITnstitut Pasteur, 1900, No. 5. 


STUDIES ON HiEMOLYSINS. 


7 ^ 

*€*Btixxg^ experiments, by which he believed to refute our theory 
^titxechanisiii of hsemolysis, has been discussed by us in our 
:Ji Ooxnmunication ^ and controverted by means of extended quan- 
ive ^:x:periments. 

t IB ^necessary, however, once more to thoroughly discuss the 
of immune body to the erythrocyte, for on this point the 
not at all clear, because the purely chemical conception is 
:j«I some authors or is regarded as unimportant. 

Tlxe. Manner in which the Immune Body Combines with the 

Erythrocytes. 

ri oxxr* first communication we had already shown that the ery- 
ejs as such behave quite differently toward the two components 
li <?Ffect haemolysis. The blood-cells abstract the immune body 
it K medium with great avidity, whereas they do not take up the- 
trace of complement. When loaded with immune body, 
Vf*r, they are able to anchor the complement also. From this 
a VO concluded primarily that the immune body possesses two 
groups of different affinity, of which the one combines with 
rw ponding group, the receptor of the blood-cell; the other com- 
the complement. But according to our view these combi- 
ri» ixire pure chemical phenomena proceeding between immune 
and blood-cells and between immune body and complement. 
1C* f unction of the immune body can be elucidated by means of 
^iiiien .1 example, that for instance afforded by the behavior of 
l»r*iii^ja,ldehyd. Through its diazo group this substance can 
a series of bodies, especially with amines, phenols, keto- 
fk*TX groups, whilst the aldehyd group on its part can effect a 
of syntheses — e.g. with hydrazins, hydrocyanic acid, etc. It 
iicc50mes easy by means of diazobenzaldehyd to effect a com- 
firi between substances which by themselves do not combine, 
i-nol a.nd hydrocyanic acid. Such a combination includes both 
titcros . In order to make the comparison still closer let us imagine 
constituents of the living cell, say by means of an aro- 
l^roup, are able to unite with the diazo combination. In 
wie it) follows that by means of the aldehyd group of the diazo- 
a second highly toxic nucleus — e.g. that of hydrocyanic 
€*mn t>c joined to the combination in such fashion that the proto- 
il uaolecxde is now subjected to the action of the strongly 


^ See page 56. 
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‘acting nitril group. In this schematic example the diazo group 'which 
fits directly into the protoplasm would correspond to the haptophore 
group of the immune body which fits into the receptor of the hlood- 
cells; the aldehyd remnant would correspond to the complemento- 
phile group of the immune body. The complement, which as we 
know possesses toxic properties, would then be compared to the hydro- 
cyanic acid.^ 

The facts described by us have been confirmed from varioixs sides 
(v. Dungern, Buchner, Bordet) by experiments on blood-cells. Bor- 
det ^ and also Nolf ^ showed that the stromata of the blood-cells, which 
represent the protoplasma, effect the anchoring of the immune body, 
while the hsemoglobin, which is to be regarded as paraplasma, takes 
no part whatever in this binding. This fact corresponds entirely 
to the views expressed by Ehrlich in an earlier study on blood-cell 
poisons.^ Furthermore, it has been shown by von Dungem ^ that the 
power of the blood-cells to excite a specific hsemolysin by imrauniza- 
tion can be entirely inhibited by completely loading the receptors 
of the blood-cells with the immune body in question. These addi- 
tional facts were well fitted to still further support the chemical con- 
ception of these processes. 

Now, however, Bordet has described an experiment which he 
believes shows that the fixation of the immune body is not a chiemical 
process in the strict sense, but that this phenomenon is to be 
classed rather with surface attraction and similar actions, and that 
it is completely analogous to staining processes. These views a.re also 
shared by Nolf ® and Nicolle."^ 

Bordet^s experiment in the main is as follows: By tree. ting a 
guinea-pig with rabbit blood a haemolytic serum is obtained specific 
for rabbit blood-cells. A certain amount of the serum dissolve an 
absolutely definite amount of rabbit blood-cells if all the cells are 
added to the serum at once. If, however, to the same amount of serum 


^ One could designate substances which, like the immune bodies, are supplied 
with two different combining groups as amboceptors. This name would indicate 
the double binding function as well as the fact that they correspond to thrust- 
off receptors. 

* Log. cit. 

® Annal. de ITnstitut Pasteur, 1900. 

* Charity Annalen, VoL X 

® See page 56. 

® Log. cit. 

’ lievue g^n^rale des Materies Colorantes, 1900, Nos. 43 and 44. 
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only one-half the amount of blood-eells is first added, sufficient time 
allowed for these to completely dissolve and the second half of the 
hlood-cells added, it will be found that these are no longer dissolved. 
It appears, therefore, as though the blood-cells were capable of com- 
bining with double the amount of immune body necessary for their 
. solution. In order to explain this result Bordet describes the follow- 
ing staining experiment: If one dissolves methyl violet in water, it 
is possible, by means of a strip of filter-paper dipped into the solution, 
to abstract all the coloring-matter from the solution. The strip will 
assume a color of very definite intensity. If, however, the strip is 
divided into several smaller strips and these are dipped into the 
fluid one after the other , the first strip will assume a considerably deeper 
color, whereas the strips last introduced will be unable to abstract 
any color from the now colorless fluid. From this Bordet draws 
the following conclusion: 

''On peut admettre, par comparaison, que les premiers globules 
introduits dans Th^motoxine sont d6J^ susceptibles de perdre leur 
h^moglobine lorsqufils ne sont encore que " faiblements teints ’’ par 
les principes actifs, mais qu^ultdrieurement ils peuvent absorber une 
dose beaucoup plus grande de ces substances, gpuiser ainsi le s6rum 
■et emp^cher la destruction de houveaux globiiles introduits dans la 
suite.'' 

Phenomena such as those here described have long manifested 
themselves in our experiments on the binding of the immune body 
by the erythrocytes although these experiments were of somewhat 
different form. But before we proceed to discuss these results and 
our conclusions, we should like to describe the facts observed by us. 

In order to determine the combining ability of the erythrocytes 
for an immune body, especially when quantitatively accurate results 
are desired, it is best to proceed as follows : The immune body 
(hscmolysin heated toSG'^ C.) is added to the red blood-cells and, after 
,a certain time, the mixture is centrifuged. The clear fluid so obtained 
is tested for free immune body by adding an excess of complement 
and allowing this mixture to act on the same quantity of fresh blood- 
cclls. If one proceeds in this manner in a large series of cases, employ- 
ing varying multiples of the solvent dose of immune body, it is possible 
to determine accurately the combining power of the cells. The 
following experiment will very readily make this clear. 

The immune body was present in the serum of a sheep which 
liad been treated with dog blood. When this serum was inactivated 


76 


COLLECTED STUDIES IN IMMUNITY 


by heating to 56° C., it could be reactivated either with the com- 
plement of sheep serum or of goat serum. To begin, the exact 
quantity of immune body was determined which would just com- 
pletely dissolve 2 cc. of a 5% mixture of dog blood-cells when suf- 
ficient complement was present. This dose was found to be 0.15 cc. 
To a number of separate portions of blood mixture (each of 2 cc.) mul- 
tiples of this dose were then added, thus, 1, IJ, 1^, If, 2, 2-|-, 3 times 
the solvent dose, and the mixtures kept at room temperature for an 
hour and frequently shaken. Since the complement was absent, 
haemolysis could not occur. After centrifuging, the clear fluid, 
which had the appearance of water, was again mixed with the corre- 
sponding amount of blood (0.1 cc. of undiluted blood) and with 
complement.^ It was found that even the last trace of the single 
solvent dose had disappeared from the fluid; whereas in the case 
where double the dose had been added, the fluid still contained just 
a solvent dose, i.e., it completely dissolved the freshly added blood- 
cells, In this case, therefore, the blood-cells were able to combine 
with only a single dose of the immune body. 

This, however, is not at all the general rule, for by extendiny 
our experiments to other cases we found that there is a very large 
variability in this binding of the immune body, and that frequently 
a larger or smaller multiple of the solvent dose is bound. The follow- 
ing case will illustrate the extreme in the other direction, in which 
almost a hundred times the solvent dose of immune body was taken up 
by the blood-cells. A rabbit had been treated with goat blood, and its 
serum therefore contained an immune body fitting to goat blood. Nor- 
mal guinea-pig serum served as complement and 0.2 cc. represented 
considerably more than sufficient for 2 cc. of the goat blood mixture. 
When this amount of complement was employed, the solvent dose 
of the immune body for 2 cc. of the blood mixture amoxmted to 
0.008 cc. On allowing 0.48 cc. (sixty times the solvent dose) to 
act on the hlood-ceUs in the manner previously described, and then 
centrifuging, it was found that the clear fluid did not contain even 
a trace of immune body. When eighty times the dose was employed 
the clear fluid showed a very faint solvent action, corresponding to 
about i to i of a solvent dose. Not until one hundred times the dose 

^ As a counter test the blood-ceHs separated by centrifuge were mixed with 
salt solution and with the complement. Those specimens in which just the 
solvent dose (0.15 ec.) of the immune body or more was present, dissolved 
completely. 
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liy ihimi two ox-jiiTinii’iitH a gr<*at variety of figuri*a wiih 
ohfaiiietL 

Thc^ of thm? <*x|ierifnerit:4 ofTerm no diflieiiltioH front 

the j'loirii of %iew of the .^ide-ehain ihi'ory, 'fho fart.n an* readily 
iiiiderHtoiid ivlieii wt* Ntop to eon^ider the jieeuliariiiort of the reeejdor 
iijitiiiraf of Iho Idoofheelh. Ah a rc*Hti!i of our previoiei c»x|ierinieritM 
on llie imilydiiH of goat^ we a^viune that a given ldoodo'i*lj eontain:4 a 
large nniiilw*r of dilTertnit tyi»ev*i of reeefiiorH whieh in general lit f,o 
difFereiit innniiiie lKidif*'*i and liauriotoxirm, H«’ff*rring I la* reader to 
an exliiiii^itive i^liidy l»y Khrliehd we ahull eontent iuir^i*lvej 4 lii;‘re 
liy refiinrkiiig that eertiiin kiitd^ of reeejitora may he preneni in tlie 
lilrMal*eell in gritii **x*'rm, f»xeef^H eatniot only Iw* cleniom4t,riit4al^ 

bill, by rtieiiiiiiiif the ineltiod jte4. df*?^erilied, eiin iMoe^xiietjy ineiijHitred* 
Kritirely firiulfigciini eoridit ionn nrko iindt*r other eiretniiHt iineen. 
1111.1 irifer«iirig fiiei dhwvered by Wmmmmitm, itifil the t*entriil 
npnmm i^ynUnn of vmm%m imtitiali bindu niuel* more tetfirina |a.iiHoti 
in ritm %km m tmp^rMry to faliilly [lokon the nnimnb k |jrolmbly 
due to niieti an oxri^i of tmepUm for lfU.iiniw 

hVoiii tlik fioirit of view Iho f?x|:ierirtiertef« fifaive nierttioncal iim 
easily exfiliiiiiCMl ivitlicMil defiartirig fmm the aide-etuiin thwiry. Thiw,, 
lei m mmmtp tliiii willi a rerliiiri immn n it m tmt^mmnry fliat / n-re- 
lire l^uind in onler that a filmiiheett he rorfijiletely iiymihmk 
siifl let 11 ^ ftiriiier nmmm* that the hlood-eell a ninrli grr*iiti*r 

WiiiifM^r, f^ay *2x n-rim^ptor:. When Ilordet’ii ex|ierinn’nt m now 
rarrif^i oiit^ the oondiiifinH aii-iiig will Im exneily tlicmi! diMftriliitl 
by llordet. It m ul cinee a}i|«ireiit ihfii the red tilmahaill in ttiii 
w-i!l Ptmhkm wUh ju'4 I wire the nniouiifc of tniiMrirt fii!e«?iftfy 
for liA Mihitifin. If t,!if*r«‘fiire dmihle the miHamt doMi! of iiiiitiiine 
kniy i,-. iiddi^i to a given iiinoiiiil of mieh hlwid-*eelh, tliiHaifirfi rerefitor 


^ l*iith«#|r^le and Tlier»|»ie, hy Xollirtiigeh Vol., Ylfl* mm* 

tkm n, if VI IN-I. 
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system of these cells will be occupied. On adding now. an equal 
portion of fresh blood, the latter will fail to find any free immune 
body and cannot therefore be attacked. 

Such phenomena are exceedingly plentiful in chemistry, and it 
may pay us to glance at some of them. Napthalin, as is well known, 
consists of two benzole nuclei joined together. When, now, a salt- 
forming group, hydroxyl or amido group, is introduced into each of 
the two benzole nuclei, the heteronuclear substitution products, e.g., 
dioxynaphthalirij amidonaphthol, and naphthylenediamine, or their 
sulfo acids, will be able to combine with either one or with two mole- 
cules of a diazo combination- When two molecules of dioxynaph- 
thalin are mixed with two molecules of diazohenzol, the result is ex- 
clusively the mono-azo combination; when however two molecules 
of diazobenzol are added to one molecule of dioxynaphthalin, the result 
is the diazo combination. If an additional molecule of dioxy'txaph- 
thalin is added to the finished diazo combination, this molecule will 
be unable to dissociate the latter, and the two substances, the 
combination and the unchanged dioxynaphthalin^ will exist side by 
side. This example, to which others, such as the esterification of 
dibasic acids, the methylation of anilin with iodomethyl, could 
easily be added, corresponds entirely to the relations between im- 
mune body and erythrocytes as described by Bordet. 

It may at once be admitted that where the binding of small 
multiples of the immune body is concerned, it is very natural ta 
think of a mechanical absorption due to the degree of concentration ; 
and that therefore the circumstances in Bordet^s case, in which the 
binding was merely doubled, justified the comparison with staining- 
processes. The cases examined by us, however, in which at one time 
just the solvent dose of immune body, at another an extraordinarily 
large multiple of the dose was bound, weigh heayily against thia 
assumption. 

Our decision, however, is especially determined by certain general 
considerations. Thus, charcoal, the type of surface-attractive agents 
attracts thousands of substances of the most varied kind. A dye can 
stain a large number of different substances, as is shown in every 
stained microscopic preparation. In marked contrast to this m 
the specificity of the numerous antibodies, which primarily are 
always directed against the exciting bacterial or other cell 
species. 

In the cases in which apparent deviations from this rule w§re 
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iriVf":Htigatiofi hm nhown ^ tliat tliese are clue to the pres- 
eiiee of out* iiiiil the same rtTeptur gn»u|> in variouH c*li!meniH. Time 
we liiivi* siinwii that tiie istilysins jacicluc^ecl by injcK*iiug goatn with 
giiai blcMiii-relk itei also on .Hhi?(»p lilocMl-ec^lls. Wc? have furtlu^r 
^liowii tliiit tlmm slio*p !>IckhI-c*<*1Ls |w)HsesH cHatain kimln of receptors 
wliirli biii4 tiif* .Kicat Ivsin just us thc^ rec!epiorH whic*h arc* piescuit in 
the goat li!fMii|»e«*Ils do, Wn prcHluctid thc^ strongest proof for this 
rfifiiiiiiiiiity of rec«»|»tors by ifif*anH of c.roHHCHl iminuui/^ation, for wo 
siimeilnl ill jtroiiticiiig a typicail isolysin l)y injecting goats with 
blood,. 

Since all e^|iteierK*i*s, therefore, hwl iw to aHHiuiie that each fiar- 
ticiikr roiiiplex produc'iM just the specafic! antibody, and since tliis 
figreiM exce<*diiigly well with the asHtnnpiion of a claanic^al union, 
it would Im* II distinct Imckwiird step to adopt ho vague a conception 
fiH that of riiec!iiii‘iif%al surface attraction. 

Were wa? to iisaiinic that the iiiirnnnt! iKidy enters the* cc‘ll niercdy 
riiechaiiicmlly, it wanild Im* necessary to drop the caitirct tinity of the 
Iriiniiiiiknliciri plienomenii which follows from the sidcM^liain thc*ory. 
It k prtitiiiiily rpiite gi»iieni]!y concedt^d that ilte iiniito%,in acds on 
the to^ciii ill 1.1 jiiirely tdtemicid miinner. Ibaice so far m dmohml 
milmtfwicf^ di*%a*lojii,*fl by the iinrimitify reaction are ccm,c*erned, the 
ebtmiml rciiicejttiori applk^s. Why I hen should iirw (diianic^al ac‘tion 
aiiddeiily reaHC when tiie iristimd of l>eing in solutaon are 

priBePt withifi the <*el!, and a new principle Iw aHsurned for this 
rasi*? Thk leinls to the eimtrfii:,lictifm tliiit in one case (wln*n c^oni- 
biriing wiili lliti ei^dlimcyles) the iiiiiniiiie laaly k iMUind, specifically 
to be Hiinf, hut nm^hmnmilbj^ while in the other ciwo (wlien anchori^d 
to an artificially pnMiumd anti-immune iKKjy in solution) it m bound 
siMtcdficiilIy bill eh€fitmdljj, 

Tliimi and they could refwlily \m greatly extended, 

will iitflire to show that the alsive-mc.uitioncd exfieriments arc.^ not 
at all eitpttble of iiliiiking the side-cliain theory, for by it alone In 
m singlt! iiitifonii coficc^plkin of the phcfriorriena of immunity rendered 
tmislbb. 

II* Conetmliii Complemtiitoiii* 

lilt coitifilcineiils, %vliicli effect Ilia aidivaliont of the normal 
inifiiiitii} Imlk^ and of those pmdtn*isl by iirirniinbiitiori (iinilKKasiitorM) 
do Bol great ihtxirtjiicid or priMd.irnl importance in the Htiiclj 


* ^ Tlilnl Vmmmmlmilm^ 2 . 1 . 
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of immunity. They seem to play an important role in. the normal 
processes of cell nutrition. As a result of experiments already 
described we must assume that in the blood serum of a particular 
animal species not merely a single complement exists but a large 
number of different complements. It is understood, of course, that 
not all the complements occurring in a large number of species differ 
from one another. On the contrary it is to be regarded as certain 
that particular types find a wide distribution extending over several 
animal species. This explains why, for example, a hmmolytic or 
bacteriolytic immune body can be reactivated by the sera of 
different animal species. 

Ve have previously explained that a complement is to be con- 
ceived as possessing tioo characteristic groups, a haptophore group 
which fits into the complementophile group of the immune body, 
and a zymotoxic group which is the actual carrier of the specific 
action. A complement therefore, to a certain extent, corresponds to 
a toxin, which possesses a haptophore and a toxophore group. Hence 
by the immunization of suitable animals it is easy to obtain anti- 
complements whose behavior corresponds exactly to that of anti- 
toxins. For example, if a goat or rabbit is injected with horse 
serum, an anticomplement will be formed which is able to specifically 
inhibit the action of the complement contained in hor^e serum. We 
have already shown ^ that this is due to a deflection of the comple- 
ment. 

We have now tried to follow this analogy (between complements 
and toxins) further. We take it for granted that it is generally 
known that toxins, either through spontaneous changes or through 
the action of chemical agents, become modified into toxoids, whose 
distinguishing character is that they no longer possess a toxophore 
group although the haptophore group remains. These toxoids, then, 
are relatively non-toxic substances which are nevertheless able to 
cause the formation of antitoxins in the animal body. Now we 
know that the zymotoxic group is extremely sensitive to the most 
varied influences; hence the attempt to study modifications of the 
complements analogous to the toxoids seemed to promise favorable 
results. Such modified complements would then be designated 
complementoids. The first step was to see whether the well-known 
inactivation of a serum by heating to C. completely destroyed 


^ See Fourth CoiximiLiiication, page 56. 
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the eompIementH or merely changed them into inactive derivatives, 

In order to he certain of the destruction of the zymotoxic group, 
we licmtcHl tlie sera for fifty minutes to 60® C., a procedure, as shown 
by numerous sulisequent examinations, which absolutely destroys 
every trace of complemc*nt action in the sera so treated. 

By tremiing animals with the sera thus prepared, it is actually 
very easy to ol>tiiin antic^omplcments. We injected rabbits, guinea- 
pigs, and do|^ with iruudive goat serum, and goats and numerous 
raldntH m’ith inactive home serum. A parallel series of animals 
wm treatwl with active sc^nun. The anticomplement action of 
tlie serum from tlie animals treatcnl with complemcntoids proved 
fully as strong and often strong(‘r than that of the control animals 
treiitcnl with active serum. By means of the procedure described 
in detail in our Fourtli Communication it was readily shown that 
thc«e were really anllmmplemrntH. 

llie injec?tion of the heat(»d sc^rum, therefore, possesses the same 
value as tlait of the unchanged semm.^ Hinee, however, accord- 
ing to our view it is tlie hai>tophore group whic,h causes the immu- 
nity remetion, it follows that imetivation of the complement has de- 
Miroi/ed only the. zymotoxic groups leanng the Juiptophore group intact. 

ITie important c|Uc«tion now arises as to how the presence of 
complc*mentoids influences the activation of the immune body; 
for whenever a serum is hmctivatcHl by heating a formation of com- 
plementoid ensues, and it m well known that such a mixture of immime 
lx>dy and complement is reactivated without any trouble by the 
addition of complement. It seems therefore as though the presence 
of tlie comidementoid do« not hinder the union of immune body 
and complement. 

On this |K)int we have made special experiments by alternately 


* At alwiit tlia mm© time, exactly nimilar cotiHiderations led Paul MUller 

{CmtmUikdi /, Vol. No. 6) to attempt tiie production of 

aBticompliiment by the injection of nerum which had been heated. In his 
eadc, however (irnmiinbation with chicken blood), anti-interhody was prin- 
ctfiiilly devdoiml, while an ticorn piemen t could not positively be demon- 
strated. It is fiOKsild© that this negative result indicates that not aU th© com- 
plenients of ilia difTcrent animal sj-wies are able to undergo this metamorphosis 
into cf0iripl<*riientfiicl 

* W© slioulci like to mention that in midition to this, in the case of th© goat 
timtdl with iimdive horw nerum, we obmsrved th© development of a powerful 

^apilin. 
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inactivating and adding complement without finding that the 
stantly increasing amount of complementoid hindered the aciictn 
of the complement. This phenomenon can be explaincHl only Ipy 
assuming that in the change to complemenfoidj the haptophore 
of the complement suffers a diminution of its affinity far the 
mentophilc group of the immune body. 

In the toxoids of dijihtheria poisons the circumstances arc Borntre- 
what different, for Ehrlich found that in the hemitoxin i^one of tli€^ 
poison spectrum the affinity suffers no change through th(? foriiici.— 
tion of toxoid. On the other hand, M. Neisser and Wechsl>c*rg in 
another case, namely that of staphylotoxin, have been able to dcTrwin- 
strate a decrease in affinity occurring with the change into toxoid* 
This behavior is analogous to that of the eomplcrnentoids cili«er\’cMl 
by us. Hence no general rulers governing the aflinitiw in t<>xciici 
and complementoid formation can be laid down; the circniniBt4itic*c« 
must be investigated Bcjiarately in each case. From what sligttfe 
differences in the constitution of the molecule enormems difTc!rcTic?c.*» 
in affinity may arise is seen by studying certain organic acidB. 
for examples, a and /? resoreylic ac;ids differ from eacli other mert?ly in 
the position of the two hydroxyl groups; the constants of their* 
affinities, however, differ from each other by over a hundrcMl tiinani* 
We may therefore perhap assume that in our special case it deiH?rici» 
on the relative positions of the haptophore and hoxo|>horc grfJiip* 
and the corresponding relations thereby determined whether any 
change in one group can retroactively affect the other. 

HI. Concerning Autoanticomptemente* 

In the third communication, on isolysins, we pointed out tlmt 
the organism possess^ certain contrivances by mmns of whiitfi 
the immunity rmetion, so easily produced, by all kinds of ec^lk^ S,it 
prevented from acting against the organism^ own demmtm and 
so gve rise to autotoxina. Further inv^tigations made by iia tt 
confirmed this view, so that one might be justifiai, in spiMiking c>f 
a horror auiotoodaas^^ of the organism. Th«e contrivanc.i^ 
naturally of the highest importance for the existence of the indi-- 
vidual. During the individu^^ life, evm under physiological thoii^ft 
specially under pathologcal conditions, the absorption of all firmt 4 trml 
of its own body can and must occur vay frequmtly. ^JRie fommtioioi 
autotoxins would therefore constitute a dwiga* thrcmienifi^ 
At^oT^iaim more fr^uently and much more severely than aJl 
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exogenous injuries. We believe that the study of these regulating- 
contrivances is of the greatest importance and according to our 
present investigations either the disappearance of receptors or the 
presence of autoantitoxins is foremost among these contrivances. 
It will therefore be necessary to subject all the factors which are of 
importance in this respect to a thorough analysis.^ 

We shall now mention a few observations relating to the com- 
plements which seem to point to a regulatory contrivance as yet 
imdescribed. 

Normal rabbit serum possesses a number of properties which 
are to be ascribed to the presence of complements. First to- 
be mentioned is the property by means of which freshly derived 
rabbit serum is able to dissolve guinea-pig blood-cells. This is due 
to the combined action of a complement and an immune body which 
is present in the serum in comparatively small amounts. Further- 
more, rabbit serum is regularly able to activate an immune body 
derived by treating rabbits with ox blood. 

Now we noticed that rabbits which a week previously had been 
treated with goat serum (whether active or inactive is immaterial) 
had completely or almost completely lost these properties, and that 
these changes persisted for weeks after the injection. Hence it fol- 
lows that owing to the injection of goat serum, complement nor- 
mally present had been made to disappear. It was therefore essen- 
tial that the cause of this remarkable phenomenon be determined. 
We could next show that frequently the serum of these rabbits in 
its native state, though more surely after heating to 56° C., is able 
to prevent the above-described complementary action of normal 
rabbit serum. Hence in the above case normal complement has 
evidently disappeared from the rabbit treated as described, and 
has been replaced by an anticomplement which we shall have to 
term an autoanticomplement? 

^ Metalnikoff's interesting observation is only apparently a contradiction 
of these regulating phenomena. He found that a typical autospenrtotoxin is 
developed in the blood of guinea-pigs which have been treated with guinea-pig 
spermatozoa, and that this is able in vitro to kill the spermatozoa of the animal 
itself. But such an injurious action on the spermatozoa does not take place, 
even in the slightest degree, in the living animal, because, as Metalnikoff's 
researches show, only the immune body combines with the spermatozoa, not 
the complement. In this case, therefore, an autotoxin within our meaning, 
one that destroys the cells of its own body,- does not exist. 

* According to the investigations of Dr. M. Neisser and Dr. Wechsberg still 
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It has previously been shown that such a rabbit serum is rich in 
autigoat complement. We observed an analogous phenomenon, 
whose nature may perhaps be identical with the above; in a rabbit 
which had been treated with ox blood (blood-cells and serum) in 
order to produce a specific hsemolysin. Ten days after the injection 
of ox blood, the serum failed to show any solvent action whatever 
on ox blood, in direct contrast to numerous previous cases. At 
first we thought it possible that no immune body had been formed 
in this case, for even the addition of an excess of complement 
in the form of rabbit serum produced no solution. However, on 
centrifuging the ox blood-cells after treatment with this abnormal 
serum, and mixing them with salt solution and complement, we 
found that even slight doses of immune serum caused marked so- 
lution. The serum therefore contained plenty of immune body, 
and this had been anchored by the blood-cells. The pn^ence of 
this immune body was obscured not only because the complement 
was absent, but because this had been replaced hy an anticom- 
plement which neutralized the complement subsequently added. 
Because of the anticomplement which it contained, this rabbit 
serum manifested a marked inhibitory action on the strongly haem- 
olytic serum of another rabbit (one which had been treated with 
ox blood). 

But what happened in this case after injection of ox blood rarely 
occurs in such a conspicuous manner. More frequently it is found 
that the serum in its active state possesses an exceedingly slight 
solvent action, corresponding to a very small content of complement, 
and that after heating it manifests a distinct anticomplementary 
action. This evidently leads to the extreme case above described, as 
is readily seen when the relations are expressed by means of a diagram. 
(See figure.) 

In studying the question as to how these autoanticomplemente 
are formed, we must constantly bear in mind that normal serum 
always contains complements in excess. Now it is difficult to see 
what purpose would be served if at any time the normal comple- 
ments, so important in cell economy, were paralyzed by autoanticom- 
plements. We shall therefore have to assume that the normal 

in progress, this serum also lacks the power to activate certain laet&nddal 
immuae bodies. The animals at the same time seem to suffer a decrease in 
their resisting power against certain infections, a fact which may perhaps serve 
to exhibit in the purest form the function of certain complements. 
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complements circulating in the serum do not cause the formation of 
autoanti complements. Confirmation of this view is furnished by 
the fact that even in animal species possessing identical complements 
it is impossible to produce anticomplements by means of serum 
injections. Thus, neither sheep when injected with goat serum, nor, 
conversely, goats when injected with sheep serum produce any anti- 
complement, for these two species manifest an extensive similarity 
in their complements as well as in other serum constituents. 

When, then, in spite of this rule, we find that in our case auto- 
anticomplements have developed, only one explanation remains : 
that one or the other complement present in the goat serum, although 
related, is not identical with the complement of the rabbit. If we assume 
that a certain goat complement possesses the same hapto'phore group 
as does a certain rabbit complement, but that it differs in the rest of 
its constitution, then the assumption that identical complements do not 
form anticomplements will not apply. In this case, by means 
of the haptophore group of the particular receptor of the rabbit cell, 
a foreign complex would be anchored which exerts a sufficient stimulus 
on the cell to cause an increased production and thrusting off of the 
corresponding side-chains which can functionate as anticomplements. 

We shall have to assume that the particular goat complement, 
because of its identical haptophore group, can be anchored at the 
same places as the idiocomplements with the same haptophore group. 
Foremost among these places we may consider the complex receptors 
which possess two haptophore groups (amboceptors). In this case, 
contrary to what we usually observe, the thrusting-off of an amboceptor 
would he effected through the anchoring of its complementophile group, 
and we should then have additional proof for our view that the com- 
plex receptors possess two binding groups. 

In any case it would seem to be of the greatest importance to gain 
an insight into the conditions governing the disappearance of the 
idiocomplements. That they can be caused to disappear through 
injection of anticcmiplements produced by immunization follows as 
a matter of course from our definition of anticomplements. This, 
however, occurs only under artificial experimental conditions and 
so possesses but little significance pathologically. Of considerable 
importance for these occurrences under natural circumstances are 
the vital conditions governing the disappearance of complement 
through internal metabolic processes. The origin of the autoanti- 
complements as it has just been presented by as surely belongs here, 
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and it Iiiih }>erlin|w .Horrio prartinnl Hi^nificaru‘i% vl/.., f.lnit in thn frn- 
injnctkni nf vnruniH vumthf* H(»m into rnnri niul aniniaL^^ ilio 
nf fornnillcni hIkuiIc! \m tmrui! in 

rniiitl. Aiinihnr vim* iK^lc^tiging in^n* Um pri'vicnuHly hf^nn di*'H<Tilinil 
by (iiKiippnnriinrn of pnri of tho ('(nniilf^rnnnt.H in a riildiit 

imisonod with pho.s|ihortm. In nonnorfion with thin iho following 
o!^«»rvation of MotalnikofT (1. n.) in of intori^Ht., Ilo wm-i irrnntmi/irig 
li riildiit with .Hporniutiizoa unrl ntitiood that, in t*on.MfH|uc!nt*i*H of a 
|»nnilf*nf pn>f*«*>^.s whirh df*v<*lopi*d during tin* <‘our.^<* <d the* ininmni- 
nation, tho roinpkanont widrli notivatod iho aporniotoxin dimppoarod 
from tho H*riirn and did not n^Jippoar for a C'orii^idorahlo tirno. 

TIiOHo Lsolafoit c^bnorvationH nooni to intlinafo that ihi* eom- 
pifiiiorikH ran flbaiipour dttring pathologind condiiiouH in ron.HO- 
cpionm, porliapH, of a rapid flo^t motion or of a slovvor formalion* 
Tho winio liokln trno for tho immmio laidioH (itrnl«>roptor^d wliioh 
ill liarloriol\>^w iw wi‘Il m in tiaaiioly.'^m havo at k'*a«t. an groat a mig- 
iiifkiiitm m tho c'oin|ili«riion!.H. Whioh «»f Ihono Hvo findorn provailt^ 
in any Kiiiglo vmv riiiirioi 1 m* doriiliMi by any g<*noriil rulf% but oaoli rano 
ifiiwt Im f\tarfiiri<*d anfiiiriitoly. Cady through atirh invi»id.igation will 
w^if gain iiri irwight into tho naturo of *'*nalurid pri*dii^|wiHition’* iind 
itM elifingiM, *irirri.*i«i.ecl rtmiMtaiiri;/’ **\mH of oiin 
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formed through immunization, corresponding to the multiplicity of 
the complements present in the serum, are exceedingly manifold. 

Especially significant, however, is the fact that the cells possess 
a great number of different hinds of groups, which groups can lead 
to the production of numerous different amboceptors (immune 
bodies).^ 

Hence in immunzing an animal with cell material, the organism 
is injected, not with a single uniform substance, but with a multitude 
of the most varied receptors, each of which is more or less able to 
produce an antibody. In our fourth communication we defined our 
point of view on this basis as follows: 

'^In view of our experiments on isolysins described in our third 
communication the occurrence of different immune bodies in a 
haemolytic serum obtained by immunizing with red blood-cells is 
not at all surprising. We have obtained a whole series of different 
isolysins by injecting goats with goat-blood. At present they number 
twelve. In the red blood-cells not merely a single group, but a large 
number of different groups, must be considered, which, provided 
there are fitting receptors, can produce a corresponding series of 
immune bodies. All of these immune bodies, again, will be anchored 
by the blood-cells employed in immunization. We may assume 
that when an animal, species A, is immunized with blood-cells of 
species B, a haemolytic serum will be produced which contains a great 
host of immune bodies. The immune bodies in their entirety are 
anchored by the blood-cells of species A.'’ 

Durham 2 has adopted the same view for the bacterioagglutinins. 
He assumes a number of ^'components ” (corresponding to our recep- 
tors) in the body substtoce of the bacteria, which can cause the 
production of a corresponding number of agglutinins. In this way 
each agglutinin which acts on a certain species of bacteria represents 
the sum of different kinds of single agglutinins, a view entirely 
analogous to our assumption of a plurality of immune bodies. This 
view permits Durham to offer a sufficient and natural explanation 
of the varying degree of action of typhoid agglutinins on typhiod 
bacilli of different origin, and of the extension of the agglutinating 
action of specific sera to related species of bacteria. It would be 


^ Compare the thorough exposition by Ehrlich in Vol. VIII of NothnagePs: 
Specielle Pathologie und Therapie, Hclder, Vienna, 1901. 

* Durham, Journ. of Experimental Medicine, New York, Vol. V, No. 4, 1901. 
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very interesting to see these as yet purely theoretical sugg< 
of Durham proved by means of experiments. 

The pluralistic standpoint adopted by us creates nur 
difficulties for thorough analytical work in this field, but it leac 
deeper insight into the complicated problems and may p' 
also prove of value in the practical applications in immunit; 

I. Observations on the Pluralistic Conception of the Cellul 
Immunity Reaction. 

To begin, we shall briefly sketch one of the points of view y 
by the plurimistic conception, which seems to be of some pr: 
value. Let us assume that a cell, e.g., a bacterial cell, po^ 
twenty different groups; then twenty different antibodies corres 
ing to these will be possible. Each haptophore group of the ba 
cell will then represent an isolated point of attack for one par: 
immune body. It is certainly most logical to conclude thi 
possibility of successfully combating a certain bacterial inf 
increases directly with the number of kinds of immune bodies 
act on the bacterial cell.^ The ideal effect would obviously be at 
if it were possible to produce a serum so constituted as to c( 
immune bodies for all the groups present in the bacterial ce! 

The phenomenon of antibody formation as it proceeds accc 
to the side-chain theory is a very complex one, and is com 
of a number of phases (binding, super-regeneration, thrustir 
which are partly independent of each other. Hence a varie 
circumstances may arise which exert an inhibitory action at c 
points. 

To begin, the cell may be so severely damaged by the and 
of certain poisonous substances that the formation of ant 
does not occur at all, or occurs in only a very slight de^ee; fc 
antibody production, which is a kind of regeneration process 
supposes a certain degree of cell efficiency.^ 

This damaging effect will result especially with highly toodi 

^ It is, in fact, conceivable that the occupation of a single group only pr 
a certaia amount of injury to the cell without being able to cause its death 
danger to the life of the bacterial cdls would increase in proportion to the n 
of partial injuries, which again would correspond to the increase in the n 
of types of receptors. It is possible that the potent bactericidal sera 
obtained owe their success to a certain plurality of the immune bodies. 

^Weigert has already called attention to thus. See Lubarsch-Os 
Ergebnisse der Pathologie, 1897, page 138. 
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"taken the experimental study of the preliminary question whether 
mmune sera derived by treating two different animal species with the 
same cells are identical so far as their antibodies are concerned, 
or whether they are partly or wholly different. Of these antibodies 
the most important are the bacteriolytic and haemolytic immune 
"bodies. According to our conception, as is well known, these 
possess two haptophore groups, one, the complementophile group^ 
and the other (which anchors itself to the receptors of the cells 
causing the immunity) which we can briefly designate the cytophile 
group. According to what has been said above it is this second 
group which possesses special significance in the question under 
discussion, and we may therefore formulate our problem as follows: 
To determine whether^ in the immunization of different animal species 
njoith cells of one kind, amboceptors (immune bodies) possessing different 
cytophile groups arise. 

The experimental study of this question can be pursued in the main 
in two different ways: 1, by means of the absorption test which, 
although it is very difficult, is applicable to bacteriolysins as well 
as to hsemolysins; 2, by neutralization with antiamboceptors (anti- 
immune bodies). 

The latter way, the more elegant of the two, is, however, 
presumably applicable only to those immune bodies which are 
directed against cells of the organism. A hcemolytic or cytotoxic 
immune body, as is to be expected, always finds points of attack 
in the organism of the corresponding animal species, for this is 
the first prerequisite for the possibility of an anti-immune body. 
As a matter of fact also, such anti-immune bodies have already 
been observed. On the other hand, the immune bodies of bacteri- 
cidal sera, since their natural counter groups are found in the 
bacterial cells, will in all probability not find these groups in the 
cells of the higher animals. Hence it seems improbable, unless by 
chance they occur in an isolated case, that anti-immune bodies 
directed against the bactericidal immune bodies will be produced. 

II. Concerning the Variety of the Cytophile Groups of Homologous 

Immune Bodies. 

We selected immunization with ox blood-cells as being especially 
.adapted for these experiments. Such immunization had already 
l^een carried out by von Dungern on rabbits. The production of 
Immune bodies in high concentration succeeds particularly well in 
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this case, so that later iiivcstigalors (Uiu-htHT, iiiillm-},) 

have also employed this useful comhiiiutioii. In many iiiiwt, 

easilv hv means of intrat)critcmeul injections <if the <>\ u potiuif. 


easily by means of intraperil<on(»ul injcM 

hamolysin is produced of which O.OOr, ().(KK)5 cc. rt.flices to dissulv.! 
of the 5% ox-l)lood mi.\ture. Since the j.rotluclioti <4 Ih*? 


1 CC. 


immune body is unacconipanicHl l>y itiiy in cnnip!riiieiit (tm 

von Dungern showed in just this ca.sc) it i.s alwa.\> necc-^jirv. in 
order to bring the total amount of iinmiine l>(«iy into so’lion. to 
add extra complement. This is found in largt' uinoun!,s in the .^eitim 
of rabbits and csspccially in that of guim-a-i.igs. 

Now we have ohservwl that the .serum of these nihbif.s which hiicl 
been immuni^sed with ox hloo<l is able to dissolve n«>t only ihi* 
cells of oxen, hut also those of (jmits. 'Hie followinK lahh- shous m, 
comparison of the solvent act ion of s«"verai of these serii tui the bhanl- 
cells of oxen and of goats. Ciiinea-pig .‘^erum (D.J «tr (I.IT, ee.) \va»' 
used as eomidoment since nihhit .serum it.self, hi the ♦htsin rwjiiirf«il» 
often exerted a haiinolytic action on the goaf h!ooil-ei*lls. 
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This table shows that the haimolytic action of the immune hociy 
is always on goat blood than on ox hlood, nritl fiait the niti» 
solvent doses for the two species of hlocal is not cmmlani Imfc 
within fairly wide limits, as can be seen fn»m the hwt cohimsti. 
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This variable ratio indicates that the solvent action on the two 
species of blood-cells is not the simple function of one and the same 
immune body, but that two fractions of immune bodies are pres- 
ent in the serum, of which one acts exclusively on ox blood-cells, 
while the other fraction acts both on ox blood and on goat blood- 
cells. 

These relations can be studied directly by means of elective ab- 
sorption. If the immune body is treated with a sufficient amount of 
ox blood cells and the fluid is then separated by centrifuge, it will 
be found that the serum has lost its solvent action for both species 


Fig. 1. 



Blood-cell of an ox and of a goat, showing specific and common receptors 


of blood; for by means of the ox blood-cells, which as the original 
excitants of the immunity are carriers of all the receptors in question, 
both fractions of immune body have been bound. When the same 
experiment is performed with goat blood-cells, it can be shown that 
the fluid has lost its solvent power for goat blood, while that for ox blood 
remains. In favorable cases the solvent power for ox blood may 
remain almost unchanged. The conditions present can be readily 
understood by reference to Fig. 1. 

Let this represent schematically three portions of the combin- 
ing groups of the blood-cells, of which the first, a, is present only in 
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the ox blood-cells, the second, j, only in gemf Jiiifl tlif* 

third, /?, in both. If a rabbit Is inj(‘ctetl witli ox liloml. \lw liiiitfu- 
ceptors (immune bodies) corresponding to grrni|is rr and / will !«* 
formed. Ox blood-cells, by means of th(‘ir a imd ^ groiifiM, mill 
then be able to anchor all the irnnnine bodici^, wlifTciis goat 
■cells will anchor onl}’' the imninne laxly of portion /f, leiiviriK l!ii* 
immune body of portion a in tin* solution. 

If, as this explanation assurn(‘s, the goaf bIoi>i!»ee!I?4 ii 

certain portion ofr eceptors which an» eonnncni to gout nnrl ox blipwl* 
cells, it is essential that by treating rabbits with tj(Hd bbxn! nii iniriiiifii* 
body should be obtaincid which likc^wise wotild net oii Imlh sjietiiti 
of blood. This, in fact, is the case*. And lu*re, ns in t!io fir^t 
the solvent power for the two spcx'if^s of bIoo<i»c'f!b n^tnilly differ#^ 
though of course the. nhitions an* re\a*rH«h from in lliiil mm% 

as can be seen by reference to 1 aide* I L 
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* On employing the Mime Benuii on a tiiUrrrnt t>x H OS rr pfmltiivti 

no uolution at all, and 0.1 ec. merely a tract?, Thi« in evttknily clu.* it. » 
individual lack of receptora in the o* Itlood-cellti in m 

itaelf 80 frociuently in goat blood when we atudied MyMirM 

Itecause of these ratios we shall have to asauine llmt the 
blood-cells in this case ixmim a smmd sysleni of himlioa: i;r»»n}«i 
which is peculiar to them and reprcscntrtl in fin- ihrifjrftnj 

by r- They possm these, of course, in addifion lo the ref cpittm, 
which they have in common with the ox hlood n-lls. In afivinlatirif 
with this, in the elective absorption U?st in this t-nmt, th*- ptnl hlfiod- 
cdls will bind the entire lot of immune IkkUw; »h«-n fix 
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lilofici-fdls lire* ii.HrH'L flit* group j will lx* It^ft hrhind, for thig })ohbchhc\h 
iifliiiity only fur tlir goaf hlafnl-cc^llM. 

Tiio following protoc'C')! xIiowh the* of two of oxpori” 

morifg, whirh r.;liibi|g tho of nurh roriproral hinrliiig: 

1Vi oiirli rr. of u .7; Uiixturo of ox hloo{l»c(»!lH or goat blood- 
rrllH (froc»fl from Riorum liy r{*utriftigo) vnryuig arnoiiulH of flu* immuno 
Iiofiy of a rabbit w!ii<*h had b<*oii irnmimixcHi wifli ox Idood aro 
itddr^^L 11a* a.m<'aiiit of iiiimiino body ig hoou in tin* firnt ofdumn 
Ilf fill* tablr*; in t!io gootind arnl third coIutnnH fin* nornplntn nolvont 
closos ffor ox blootl iiihI for goat flood) rontainod in oucli Hpooiriiori 
an* givnn, ag thoy won* dotonfiini*il l>y tosts made at. the Harm* time. 
Till* mlxtiirog are mad** Ufi to 1) re. with phygiologiml Halt Holution, 
kept at .17'^ C’. for 1 1 lionrs and flion ef‘ntnfngc*d. Two c*qnul por- 
tions of eaeli of the rIorafifi*«! fInid.H are thi*u taken and again mixed 
%vifh eorrespondiiig amotinlH of hloiMbeellg. klnally gninen-pig 
wTurii in add«*il fo artiviite the mixtnrex. 11ie ha*moIytie actiort 
%vhieh the fleeitritf.*fl portioiis i*\f‘rfefi on ox blooil-eeilH and on goat 
IdoiHbrellg is gmi in the lalile, (See 1able HI.) 

Hn* union of the iiiirriiiiie- lnwly w‘ith the ttx fflotHi-rrlLH Iian reHuItfHl 
in a rofisiiienible abstnirtiou of hath portions of iinmmie body. On 
the other hiirai, the iiiiitin witli (jmti hUnMi rtih, by whieh the action 
of till* fluid in foitsidi*riibiy ileereasisl for f^mtt hlrmt! rdh^ c*atia«*g very 
little deereiise in fiie Koh'eiit {unrer for cix blood. 

In eririfnisi to this ex jieri inert t we here reprmiiiei* an analogoiw 
i*xpeririiefii wdiieli shows ii direeily opposife behavior of the two 
fnielioiis of irrirfiiiiie htsly of ti mbliit irnmiirti^sisl with gmti bkmt. 
(Sf»e Table 

JfiTt ihr gmi htfmi^-^rrllM hind Imih jmrthnn of ihr immMna hmlg^ 
whitr nfirf tmitmrmi nnth ojr hhml-tTlh (hr Jmeium artimj an gemi 
htimi w h jt fitmmi intmi, 

Herif*e by mmm of I his mmnrd imnmnizidimi and rrripmml tiro 
ihr iilmnrfiMm W'e hi deinonstratiiig that in the ease of the 

riililiifs Iretifis;! ri'*»^|#ertiv«dy math goat blooil and ox blood two 
large frnetioiis of iiniiiiwie Innlim eiin In* si*parali*fL Ilf iliese, one 
fnn*tioii i,H irmttmin to both sent; the other is peetiliar to eiieli of 
tiieiiL Hir* iiiiiiii groiifm of reee{d.or« shoivrt in llie above llliistra- 
tiofi iirid designiifitl ii iirisl /f for ox }»haal, itn«l fl mul j for goitfc lilooclj 
lire lliiiM to III* rlifTereiitiiitrsi. 

Wi! Iifivf* demiid it iiiifwirt.iiiit to mipplement this analyMis }iy 
c*xjM*riiiieiils on n sf*eoiifl sjnaaes of anirtail, and havi? therefore treated 
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one o! our goate, on tho a<Jdliti«n of j!!I' imnat 

amount of ox blood-celk, Thk sarum, howwr, Iwt twr* 

out of five different epeclmens of go*t i>loofl, and tho imilyjtiii oow- 
stituwit was present in only very smail amounts, so that St ri«jiiir«‘dl 
0.75 cc. serum (thirty times the above amoum) to i^cet wimpSeio 
hsemolysis of sensitive goat blootl.fa*ll«, H»*nre in (his rasi* ftlm* 
the deveiopmmt of ail sueh amboceptom as eould find a |«*int «4 


a goat with ox blo(Kl. Naturally the .Hcrum of the gofil fo freitfi-*? 
dissolves ox blood-eclls. Iteidiw thiK, however, if manifests tJj** 
ability to dissolve tlic l)loo(l-ceIlH of « othrr gmln, and tlieref**r*" 
contains true isolysins nueh as we have jirevioii,«!y pr'Mincit! I»y 
treating goats witli goat 1>1 o(hI. nius 0.02.5 e<'. «tf tite .serntii **t 

TAIU.K m. 

Binding OF THK Immunk Body of a Baihut TiiFATiiit mitii m-|f if 

Ox BLf)C)D-<'KI.I*H, AXI> CJoAT IIL« 


Amount of the NumJ^r ofHolv . . 
Immune 

Body Added. Ihemii. 

(l>enved from 

a Babbit by „ 

Treating with 

Ox Blood.) (a) For (b) For 
Ox ii*mt 
BlrxMl. BlcMwl. 




A, after Biridbiic with 

iin 


(u ) < m 
Ox Ilhxab 


tfp} Of* 
lihxwi, 


ll, llia-'llftf whli 


CiiO'iri 
0» lUmml 


if&,f Off 
ii 9 m% 


0 

0 

i) 

0 

0 

fi 

0 

fftiiif tmrff 
yi»fy 

lit to iiiwl 


B 

Cl 

0 

0 

0 

Cl 

Cl 

%*f*ry llf.fiii 


II 

trfw> 
%rry lift Ip 
vrry lit I Ilf 
If* lit I Ip 
iiwul Id lit tip 
ttifnipratp 

» i 


lit, tGiiiwI. liltl#** III 
j vwy liiile 
littlw 

nlfii’iit rorrifi inwlrmte 
winpkt# Ittir 
mmt pkftM nil ig f f i aB 

* * ffiimt 

* * <1 


i 0 

I 0 

I 0 

0 

I ^ 0 
I fiiint tmm 
; faint §,»#*•# 
litt.ipA«p 
lit.tl#*, U$p 
Muh 


Ilf tip til 

itiwl liiiiufif 


mvmm ok IL-KMCiLYHINH. 


!f!l 

attachment (reeapinr) in the hlcKKi-c’eHn cif tlie iiiiiivifliiiil**p^t " 

lias been avciidcil, and the.* phenemerion whieh we Iiiive 
designated as a auioiffxkuM ** ^ in agidri iircfiefiiwi 


TABLE IV, 

BiKniNcj of THE Imutim lkia¥ or a Baioiit wiiii Ck*AT lli^ion, 

ON Ox lilAMiO Am* l#i»AT 


$tt ltsr» }*iPr *11 *1*^4 I’lill*!*?. 


Aunmifil «f 
tbf» 

1 lhm>*€ 

A. Afl-t«r atr»4if»i| %i*fi 

1 |i. Alim- mill 

llrwlv 

s Tiinmf* . 

1 lx fl{»w?»F 


1 lJ^rjv#«Hmitj 

ft II 81^14 f Ov 



. .... 


.■ , ....... 

Tmrntm «itl* 
Cltml m?Mwl } 

lit} For 

(hi Ftif 

F#»r 

(ini I tff 

l4if 

11, 1 Int 


Ox 

1 

Ox 


I |||»*«4*l| 


Hi*. r«. 







I 0 03H 

i% 

• 

0 

hiir til fiifML 

0 

0 

2 om 

ft 

J 

0 

i’flttf.’ 

10010^4 i' ri|*l|'*||3lr 

0 

Cl 

3 CI.CMI2 


m 

0 

roai|4i4«i 

0 

ft 

4 11.074 

1 

2 

0 

11 

fl 

fi CM 

fi 

n 

0 

1 1 

II ^ 

itiiiiiiiiiil ttmm 

6 fM3 

1 

: 4 

0 

1 1 

11 . 

Ifiirp 

7 0,13 



0 

* 1 

0 

. » 

H 0.2 


' r* 

0 

i f 

0 1 

%'t4V iittlw 

9 9.2$ 

2 

III : 

0 

« f 

0 

lit tin 

m 0,3 


n 

0 

ft 

0 ! 

## 

11 0,.3II 

3 : 

10 

0 ^ 

f f 

0 J 

fair t« 


From ttii« experl inriit we ran at nnm erinrf title ifiai |l«a rt’^efilnr 
«yfiti!tfi |f aeluiilly eiifiiiiifii fif iliffiwitl of wfiit*li iiiily 

tlicwi! fiefi-anite (imrtnim! are ffnifitl in flie penirn 

t of gcmt» wilti cm lilotxl rffeeji|iir« fin* olMrni in itiit 

I blwfcl-eelli^ of llie goal itself. 

Th<f moat iirijMirliirit rwiill at flti^e in%*i*fi|igaliriria- - 
I ecanpleie in lhmum*lvm- 'in ilm: nnimntM unih ##/ twm 

I frmimm o/ immum. kmUrM mr Ji$rm*’i{, itf whirk. mm’- mni*! mi o/ hkmi 

’ i find ikf ffihrr ftlsm mm timd hkml / wturrm hj irmimrmi tnih f##i| him^i 

the mntnmf thmwfh miinhj imnlmmm tCMuli mmurw, Thrnr imi tmr» 
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tions do not correspond to two difj<TVTit Mrujlr imnmnr hui 

fraction includes several^ perhaps (in entire hmi oj unmune hfniirM* 

The experiments also lead to eonelusionH oi rciriHiiieniLir impair- 
tance in another direction, nani(*l}% as afTecting otir nmeepth'^ti «f 
cellular specificity and of the spevifiedy of naeiaai jiretiuris. fiert*"- 
tofore it has been held that the injection of blood of a rrt-iiif*^ 

in a specific immune serum, i.e. one acting only on a; nmi ovt*!? 
Metchnikoff ^ has recently (‘xpressf^i this vimv. We hail nlreiitly 
become ac(|uainted with certain exci^pfion.s fo this jiriiirijilra I be 
isolysin, for exarnjile, produccHl hy injei^tiiig goafs with gout blcioil, 
also dissolves sheep blood; and, r/Vc verm, the iiiiniurie bo*|y f»f 
goats which have been injeetiHl %vith sln^ep fdooil ads iiko m mm 
isolysin. At that time we einphasixc^l iliiit thwt* rmnlu arc* e*nl% 
to be explained by assuming that c(*rtain fypi'a of rerejilfiw an* rcim* 
mon to both 8peci(*s of blotKl. Ilie, sariic* liolik true in Ihif rmi* 
under discussion, von Dungem^ has conir* to ihi* mittm roiirlii^lori 
as a r^ult of his'^ exiierirnc^nts. lie fiairid that the iriiiiiiiric* lirnly 
produced by injection of ciliatcti epithcJiiini nets also on tin* 
cells of the same specii^s, and that convc^wely the ha*nio!ylic imiiitiiit* 
body produccKl by injection of hlocd-eelln is jiiirl hilly lioiiiicl by 
ciliated o|)ithelium. 

All these circumstances indicate that we must iiol ri*gii.rcl the 
cificiiy of the immune. bodieH from tise comeplitm of rmjimi§fd 

in systematic zoology emd Imiany. llie irrimtiiic* nerii, ii.s %ve liavr cifien 
mentioned, are not of simple Unitarian naittre, Iiiii mmnkt of a mmtrn 
of single immune bodies cyfoj-ihile hajitopliore gititipii 

respond to the r(^c<‘ptorH of the exciting cells, //race smrh riw iifiMtiiir 
serum will be ahkt to affect all such eltmeniM udtich nnij mie r#/ 

the receptors whose type in eomtmm to tfume dmmilM amt i!m arigimmt 
cell The influence exerted hy the imnuine wriim will Im* 
ful in proportion to the extent of tlii« corrwfMmdence of rerofiliim. 
Now we have reason to Mieve (ef. Ehrlich's di^cliictions, I c., mtitl 
Weigert's in Lubarsch-Ostertag's Ergehnime rfrr Pttifmimjir, imj, ft* 
141) that certain receptore are very widely diitrilititdl among rmham 
animal species. Thus the blood-cells of a large iintitln^r of 
possess receptors fitting ricin, ahrin, cmiin, iirid tdmudyMhi, aiiil g»fi- 
glion cells of the most divergent animala ittwptorii fur 


* Eevue ginirde dm mhn^, lilll, No, |. 

* See 47. 
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s|w.#rmm or for i&image jmimm. Within ilit* iiriimal orgaitwiii, in likii 
miiniier, eertain rcw|)iorH tin* ovklrnlly wkli*iy dii^tribiitrd in the? 

varied orgiirifi, m k iihciwn, fur t%vaitijih% by the 
with tiiiiniw imimm, EMikini ai frtmi thw thi* itii|»iirriit 

devialbiM in simnfiriiy an* rurnprehenieililr. W<» tnv f‘unviiN'inl 
iliat ill this fiokl llitt rieiir fnttin* wil! furnbli iih with iiiii- 

ierial of iiiiiiieiim* value in the iiiinlysis and ^futiy of the distribution 
of reeepiorn. We an* h*d to roiieliide. lliereftjre, thnt in the prudne- 
tbn of immune liodk%H by iiiiiiitini/jng with eells we ean speiik of 
MpTifwiig only in the eeiine that there h id ways ii aj«*eifie rrliition 
l>t*tweeri tlio separate? Iy|a*s of iinniuiie laidiert and the? reeepiors. 


The foregoing exfw'*rifiierit.H eom^titiite eonrhiaive {iroof of the 
phiriility of the iiiimune lioiiiea j»rodneef! hy iiijf*etioiii4 id ox 
IiIckhI and grmt blooii We next fipleavontl to exleiaf ihi^Me ri'siilta 
by eHeeling a different iiii ion of varioun grfiups of ifiiiiiiiiie liodiea 
by means of the tinii-immunr Wh’rjd ♦j'fji, I’oneeiif riitit»n of 

irrirniitie luidieH iii oiir dispt^sid was ifie sernni of ii rabbit %%1iie}i hiid 
lai:*n iiiirniinimi with ox blood, for varitiun reiisons \%v ehose gouts 
for iImw irrimiini^ing f*x{«*ririierii«, hir W'e kinwv that thinr blond- 
relln itlreiidy eoiitiyried rt*reptorH eiij»iible of biiiditig ii }i#irtltin f»f the 
mixed imiiiiiiie iMsIies. In treiiiing itieM* gnata %ve iiiti»d itii* iniielive 
of II rfililiit iinrriiitiii?e«l with nx hltaiil. Ilitu fiiTiini, wfiieh 
mm of the higliest faiiwible mm iiijrel**d liiilniliifteniifily. 

During the rciiim? of Iwii iiiofilfii w. Iiiitj llitia iiijiaded I*JI re. of 
an iiiiriiiifie laidy mmim.ui wliirfi O.tllfi rr. nijffired, when rriieliviit.ed 
%vilh giiifieie-pig to rniiiplelidy I rr, of n f/;; mixture 

of m Iiiooii rell», At llie eral nf tlnit time we were iiliti? In ileiiinre 
f^iriite the exkleiire of an afilidtiiiiiiirie kaly nf rofisiderfible prie 
irrtive }M-iwx*r. Hint thm \%*m really iiii onleiiiirmiiir Iwh/ wdikdi 
iiihibitecl llie urirfinririg id the ifftiriiine txwly to llie ,n*il bIcM.Ml«relI«, 
ii «en by the following rrimhining e%ji«'*riftietit, 

(I.Srr. of f}ii* iiritidfiirniirie tir-icly Ciriiirti%*e mmim id ii gimt trratial 
Si jtiii fieurrif-Mat) art* rttixeil ■wil}i varxdtig attiniiiila nf llie iiiirtiiirie 
liody (ififietiia^ rnmmi} of ii mbbit treiiteii with nx blofal. TI«Teii|iofi 
1 rr. of a f/"; iiiixlurr of blmwl-^rells in mhh’^il tci eiirh Tlir^e 

then kept at 4ff C, for nne hiuir and rent rifiiged, The vnrioiii 
wlifiiefUfi urn then iiiixeil with wilt ^ilutinn anil fljfi rr, fioriiutl 
|iiifira-pig seniin. A parallel ex|ii*rifiirril (eoritrnl tt»l) k mitile tfi 

' Ivlirlirn^ $»mmt 
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which the anti-immune body in rciJaced by tin* hjiiiic Hiiutuiit s0..» rr.) 
of inactive normal goat scrum. Tlu^ degret! t>f s<dtjf!<»if is shown in 
Table V. 

TAIH,K 


Amount of Irnmur 
Body Addo<l. 

cc. 

No. 1 0.00125 

2 0.0025 

3 0.00375 

4 0.005 

5 0.0075 
0 0.01 

7 0.025 


From thcBC figiiroH wo hc*o tliat a mmjk w^Ivrdit 
available for cornl)ination wit.h th(.^ rod bliMitb'OoIlB nrily fiflor oiglii 
times the solvent dose has lKa*n iwidi^d. a|ul that ii irifilo fiiim* m rtitii* 
pletely nevitraliml, i.e., prevented fnan eoiiil.iirsiiig witfi tlir lilwmi- 
cell The eontrol test showH tliat 0,5 ee. nf ii rnmnn! iiiiirti%"e ^mi% 
serum does not prevent the eonihinatioii of a mnijir iliwr i»f 

rntnune body (().()()125 ee.). I'ht* st*diinerit in fhii^^ riiiinii*fr!y 

dissolved on the addition of eom|iIcuiteiitJ By exjtiTifiieiit lli« 
inhil)iting substanee is definitidy cdianieterr/c*d ni« fifi miiikmffmmr 
body. The following example will show the exiiri t|iiiiriiiiiiiive 
relation of this anti-immnne Iwody. 

Each 0-4 ee. inafdJvatcHl serum (iirifi-imimirie ImmIv) of llie nofti 
treated with imnmn(*, braly arc^ mixed with the givi^ri tttfttitipl tif 
inactive serum (immune IwKly) of a riihliii treatwl %%dt}i m 
The specimens are made up to the same %mliirne liy file ailifitifiri «if 
salt solution, kept at room temfMTOtiire' for liiilf an tioiir, and 
mixed with 1 cc. of a 5% sng|Mmsioii of ox »«*! mdtii OJfi rr» 

normal guinea-pig serum (eorufdemeiit)* A eiinfpil twi m tiiinlr in 
which nonnal inactive goat serum ii ii.»i iiwtami of tfio ftfiti-iififiitifio 
body. (Bee Table VL) 


^ We should like to remark that in th# emir#® of 
we have now and then found nomid i^t liom contrfiiJiif •Ugli.i aniotifit* 

of an anti-immune Ixidy acting on th# Immiine teiy ©I raliiiti witli 

ox Mood.. This is to he brought Into i^nn^Joa wlili tli« Imw (m gl« 
l e.) that the artiieially antihodfe only mi 

inereaw of normal funetiaiM. 


Numl>er of 
(’oinploto 
Solvent 
Doh^h 
'rhoroin. 


1 

2 

3 

4 
h 
8 

20 


of Hd'thil ion AfUw 
AUtfilion ttt 


no stiliition 


tnwo Mihif ion 
iittkt Hdiifitm 
fdrnoHt oomplcfc miIiiIIoii 
ctniiplHii tolutioii 


(4 

of lli«» .'iif'i'liitw’isl III 
III#* I '|»?a| , 
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TABLE VI. 


Experiment with 0.4 cc. Anti-immune Body. 

Control Test with 0.4 cc. Normal 

Goat Serum. 

Amount of 
Immune 
Body, 
cc. 

Solvent Action. 

Amount of 
Immune 
Body, 
cc. 

Solvent Action. 

0.0175 

complete solution 

0.001 

complete solution 

0.0145 

strong ^ ' 

0.00085 

almost complete solution 

0.012 

fairly strong solution 

0.0007 

strong solution 

0.01 • 

moderate solution 

0.0006 

It It 

0.0085 

0.007 

0.006 

0.005 

0.0044 

0.00375 

0.003 

0.0025 

0.002 

0.0018 

little solution 

It it 

trace solution 
•small trace solution 

t t i c t c 

C t it it 

minimal trace solution 

it ti Cl 

(t (( t ( 

0 

0.0005 

moderate solution 

% 


This shows that 0.2 cc. of the anti-immune body are able to com- 
pletely inhibit the action of 1.8 times the solvent dose of immune 
body as determined by the control test, and that it almost neutral- 
izes the action of five times such a dose. If, however, we measure 
the protective power by comparing the complete solvent doses in 
the two cases, this appears much stronger. The ratio of the com- 
plete solvent doses in the presence of immune body and in the control 
test is then 1:17.5. We shall discuss the reason for this later. 

Since the inactive rabbit serum employed in immunization con- 
tained complementoids, the presence of anticomplements along with 
the anti-immune body is easily understood. The anticomplements at 
first were directed against rabbit serum. After the immunization 
had continued for some time longer anticomplements appeared 
directed against certain complements of guinea-pig serum. In- these 
experiments, therefore, in order to overcome the anticomplement 
action (in reality insignificant) directed against the reactivating 
guinea-pig serum, it was merely necessary to employ a considerable 
excess of the latter. 

In contrast to these results are those obtained in an analogous 
series of experiments, in which, however, the complement was in the 
form of goat serum instead of guinea-pig serum. (See Table Via.) 
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TABLE VLn. 


Amount of 
Irnmuno 
Body, 
cc. 

Solvent Action. 

O.Of)! 

c()nipl(‘t(* Nf>hitic>n 

0.042 

alrnoKt coinplc^te Hohitiou 

0.029 

nuKlorati^ Holuficm 

0.02 

tnici^ Holutioii 

0.017 

faint trace .*^oInfit>n 

O.OM 

0 


Arnowsf <4 

1 

Iriiiuuuf* 

cr. 


1 (roAi 

i*idii|t|rfi- |i»li 

il 012 

IthlieO rtiiti|*ii'lr iMfl 

0 02!1 


(1 02 

^ery lift I*- 

0 fUT 

If lire .Miliilitrii 

0 OM ’ 

Ii 


In this annhiruiUon the anti-imnmtn hmUj rmrls wi? nrium, thru'*' 
we must here he defiling with a jmriieuUir tijjw aj immune Wly trinr^ 
effects a condrimitimi with a ctmiplrmint prrntni in gtmt mrum, llii* 
immune body entem into no relation with tin* rnriiDlex iif itnriiiiiie 
bodies here prcH(..nit; it must therefon* ii !iiiiitii|ilion? 

which finds no fitting counter groufi tfiennn. 

As a matt»(w of fac.t thc^ comph:*tion liy mmm^ of gmii Miruim- 
pies a special position, for the qiimiititaiive rf^alirirts of tin* iitiffiiioe 
body are entirely different from those obm^rml wlieri 
serum is uschI. In order to effect complete soliiliori mdieri giitil in^niffi 
is used m complement, it is necessary, iw a rule* to %m* fniiii trii to 
thirty timers the amount of immune lioily llial Is* 

if guinea-pig senim were used as complemcml. This is well tilitiwn 
by Table VIL 


TABLE "VI I, 


Oraptef® S(4vmt Dtm St 4 mnt ikm 

_ of Immwn#! Bmiy whtii cif Immiiiiit wiiw 

No, CJ«mpknMint4icl with ^ Ilii Tmrn 

Giil»0a^pi« Semiii Um$. Si*m#t 

CO. m. 
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llikcan only In* i:»x|tliiifii*cl !iy urnmtmi^ that iiiirt cif the* 
mirriljor of iinmiiiir* bwlirH Iiri4 fating roni|tbfnrritH in goat 
and tliiit IfiiM purl ini iiiiriib^r varian, Out in nhvitvi^ Io.^h ilnai iIh' fitiiiilH*r 
■of imrniiiict ImkIioh iKiivatod by giiiiioa-pig .^ornrii, Hn* diiigriini 
priM^iitncl bf4ow will bri^i iiiiiko ndiiiion rlmr, 

W<! liiivo fiiiidi* II fnrtlior m*m*n of in ordnr roni- 

plftft HliidinH, iiiifl hiivo dL**oovrri*«i tliiii our nnii-iiiiiniifii* !»o(|y 
ali4ci jirciti*rti*d f/oni Hn tin* iiniiiiiiii* l»ody tlorivoO 

from II nit»bit iroiitnl willi o\ blooti. Ilib of rounno in c|iiifo nfiluriil, 
for wi» Imvf* iilroiMly ^ilioivn tlinf thb iiriion on ii ^triuigi* mprrioh of 
blcHwI ili‘|M*ndH iiii It riuK’ordiinro of i'«*rtiyn !inplo|itir*n* groupn. 
Siniilitrly, tin* aiilidfiHiiuno lw»f|y prciff*rii4 o/ 5/omf»rr//ii ngaitnu thi* 
ininiinif* bidy tif a nildiit iinintini^od ivith f/on/ hhnitl, 

II10H1* Innl m lo tlir follouing «’f»ii<’lu>iioni 4 ; 77 /r 

aHii-imfNUHf hmiii <r/#=rirrd to/ injrtiimj tj/nifM inlh iniffauir IhhUih aj 
mhhiin in mil a nimplr uHijarm |r#«/*r#//o 7 d hiti hi ifHtilr up 

ttf a ir/mir »riV#« uf imuinur hmlitu. In ihr o.r hhuul umt! tn 

immuuizr (hr riilinln wr lunrr idrrfubi dinUwjuinhrd hr($ uuttu pfuiiuuM 
ri/ riW'piitfM iu whirh wjniH (m» m*iiu fHtriutu.n 0/ ihi- rriiuliiuij mimufir. 
bmhj mrrt»iw§wh liarh #1/ ihr InUrr in tilt prtfhtiiuitis^ run.’* 

ifdm a hmi ■«/ ftnriiti! humunr Imlirn, nmt trr muni UMHunir thut^ 
enrrmfMmiliftif in thm, ihr uuii^immunr hmikn nlmi jmm.rm tt mmplrx 
cmmiitutmn. 

In ihi* follriwiiig tliiigriifii ii h nf»|., t#i rxjiriw ilnit fhn 

irmrmrii* b:Mlirji wfiirli r‘iiri fm artiviilf*ri hy giiinoii-pi|c mmmt iiro idl 
ifliuitinai Clii tlin rtirtlniry t*iirti gnmp may rrprm^nl n itiflonuil 
kirirl of imititiiio Irndy. 

Wf! Kif*ri tfiiii thmp in a fito doMii 

of irririiiino liody mdiirfi m mmidrU'hj nrulmlizrti liy a rorfiiiti iirtioiini 
of uritidiiimiirio lnnl%\ nii«i itinl whirfi in fin* |iriwtirr of iiiilidriirnunii 
kifly rnitnon rririijilrto Moliilioin Tlik run In* linclrn^lood wlirfi ivo 
roffiJl fill* iil.wirr-'iiirfitioiird ♦Iktriliiiliori of fnirriiil imiittinr liofliri^, 
and rxiiifiiirif? ltii» difigriiiii, Idg,. 2. 

Ill rinirr in rlimw a niinpli* illiif^iriition Irf. iifi mmmm* ftnif , rorro* 
ii}Kiiiflirig lei ilir fliiigriiim tlif* iinmtinr mmim of Itir ndibil iriiriiii- 
iiimi willi 0 % tilrnal rriiit.ttinn only t%%‘o difTorotii ty|ic»fi of iirifriiitiii 
tMMiirn iiiwi tfiiw, fiii1}ii*ritwri% in titir*|niil nmoiint.n, l 4 -*l tfir ttiiiiri 
fxirticiii Im:! by iffiiiiiifii* bxly Ivjii^ o, »‘liirti k 

by a }iarliriilftr rfimfilriiirfit^ finwiit in Ibr iiniffiaFfi iiwit 

Fiirl-I«*r, !f*l ftir mn%mtl imrikm, immmi in iitiirfi hmn mnmmi^ 
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be represented by immune body type b, which is activated by a 
different complement also present in rabbit serum but found in 
goat serum as well. Let the proportion of a: 6 be as 10 : 1 ; i.e., a quan- 
tity of immune serum containing one complete solvent dose of h 
will contain ten solvent doses of a. In this case then it will require 
ten times as much of the immune serum to effect complete solution 
by means of immune body h (which is the case when goat serum, 
which contains complement, only for b, serves for reactivation) used 
when immune body a is employed. The composition of this immune 
.serum can be represented by the formula 10a +16. 


Fig. 2. 



Diagram to show the two types of immune bodies present in the immune 
•serum of a rabbit treated with ox blood. Each immune body symbol corre- 
sponds to one solvent dose for the amount of ox blood employed in the ex- 
periment. Immune body type a is present in ten times the amount of type 5. 
The complementophile groups 'of a and b differ; hence also the complements 
differ. The anti-immune body serum possesses anti-immune bodies only 
against a. 

As is seen by the experiments, an anti-imnaune body exists only 
against immune body type a. If therefore to an amount of immune 
body which contains one solvent dose of immune body 6 and ten 
•solvent doses of immune body a (i.e., 10a + 16) a large quantity of anti- 
immune body serum is added, and then sufficient suitable complement 
it will be found that solution always occurs, for the reason that a 
single solvent dose of 6 is present which is unaffected by the anti- 
immime body although this was able to neutralize ten solvent doses 
of a. One-tenth of the above amount of immune body, on the other 
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haiui. will !h‘ cnmplrith/ ininhittil in Uh at-fion. For Uiw contains 
oni wilviTit (if iiitinuru* IkkIv a which ia ncutrnli/.cd 

hy tin* anii-iniimiiH* JkkIv, and nrily om-Unth df a (^dlvcnt dime ut h 
which, althoiiKh m»t ufTcctcd by the lUi) i-initutitic IwHiy, in ao },Iiy;ii(, 
as iinl to mw any a[i[*rcciablc .Hiihilioji. Only Hhcn laiy'cr ainounlH 
of inirminc Ixaiy arc cniploycd in which h bc«>(inics active does solution 
occur, and this Iwcotiie.H complete only when that ipinniity is reached 
which contains lOo * \h. Naturally, if the ratio is ,jujtnlily 

will Ih> re(juircd %vhich can !«• represented by flic formula 20o i l/i. 

Thew cx|.!at(alionjf uill j«Thaps .-ufhee to make the tibove nieli- 
lioncd peculiariJicH in tlte action of the anti immune body com- 
[ireiicioibie. '{‘hey will perhaio abo make clear that hrtimn tin' 
iliisi Ilf iminitm /iw/y ir/nun- oc/em i.<i rtniiiiithl't iiiinhitni hi/ /hr anti- 
iiuniiaii-liiiih/ mrum niiil Ihi ilim, iihirh lanniHrimiiiti li nnliitinii n hni/r 
numhtr nj iiiUnn-ilnm/ ulni/ia #jr<s/ in irhirli thi ilii/m nf luiliihun 
ijriulniilhi inmiiMi.i. 

In reality the eircmnsianee« are mmh more complicated thtin 
this; for with the inereaM* in the do;«- of itnmmie l«i<h a iartte mimlier 
of new imtiiune lawhes, similarly suin-rpofcd. come into action- 
immune balies which hnd h w or no corres)Mindinf 5 anti iimmme 
I IhkHch in the aniiHerum. 

This brifiKw n.x to another important ipUMtion; /« f/ immihl, % 

woi/is Ilf Ifii iinh~immi>ni hwh/ /„ ihmiiuMlmU l/t> ili/Jirnirr of tin- 
- tUUHtUW hiitiivH pTtniiit't ii hi/ ifi/f ttiiiim iij fix iihitu/ itifii litfjt hjiitiim f 

ttiir first ex|ierimenia were iindertiiketi with the wriun of goata 
which had Iremi iiiimtini/.*ai with o\ hhaal. As will 1«* wen hy the 
folkmitiK fiftim-s, our ami immniie Inaly fderived by inject imw of 
\ tm iminune Iwaly obtatta'if frotn rabbits) tn this i’a:‘ti*i*\(*rlH nofii^tion 

The varying amoimls of itimmiie liody menliotaal are mixed with 
t» I cc. niifidmmime l»4v and then w,ih I ee, r,'. ox blood Mispeiwioti 
«ttd tt.'i ec, nortmd active }»oat wrum to aitivale the ntixiure. In 
f test 0 i cc, inactive normal Rout wrum are used instead 

i- *»f •lit* anti-iim!nin«’ Iwidv C<ee Tal.h- VMI ) 

'niat this wriitn differifl tnarloslly with rwpeet to ita et»ntetit of 
i iiwii\i«iual immune biidi«» was nirendy shown l.v the fact, that, in 

f con! r, St to the wrum of immiinijtfsl rabbits, it did not a 

ha rnolys.nacfinRon a!! Roat hhxtd >c|ji,hi }|ctii*ral.»«ince>aichn luemolv- 
' *''^ertett a must injtirioirs nction in the form of an aiifo- 

IvNin. As a matter of fact, the law already tnetifioned iind(*r the name 
Imrmr ttuMuxintn " applied here slmi, ntal hi-tiie m«T(dy an imh/mn 
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was developod which actcni only on hlornEcclis of n /tir iiidri if Inals 
and vvhi(‘h tlK^efoni poshoshchI only a fow ifiilivifliial 
in its irntmuK* hodk^s. Against this whioii rrpr*'** ut rd a 

relatively small portion of tlu* typos of iiiniiiiiir^ lioiiif's fnimd m iIk* 
goat, our anti-imiuune body also proved i*iifirc'ly iiirlfiTlivr, 114 m 
seen in Tal>le IX. 


TAHi.K \ HI 


Kxponrnrnt with Ami iiiirtmnr Hioi.v | 


Artmunt 


lltoniltf! 

of hnmumi 


s4 ItMuntm 

IltMly. 

HolvMtt Acfioii, 1 

Himiy, 

ei\ 

i 

rr. 

0.051 

foinplrtr Hilutktii 

n 0:4 

0.012 

alrnoHt {’oinpirli* tsolutktfi i 

0 IM2 

0.035 

«trf»ng Hiilufittri 

n 0:15 

0.020 

iiKMirmfi* ion 

n 03 

0.02 

tmer Milufkin 

fl 112 

0.017 

doubtful 

0 HIT 

0.014 

0 

1 

fMII-l 




ei^lii|»}ele w^Piflon 
r.|inip|rtri> 

%'ery lit fir 
lr»re 

II 


In this <‘sjwrim(‘nt the nu'lhtxl was i sHctly similtir to tlmf of tlit* 
jirevioim on<«. The l)h««I was frorti gout No. Ill, { cf. of a f»*4 
Buspffnmon hoing usf<I. 

TAW.K IX 


with 0.4 fft. Atiti immtmit 
iioiiy. 

i 

^ IV«iiri4 1WI ii'tih tl f rr lumrll'tii 

1 

AfiiottiU of 


Amoiifii til 


Immiifir B«ly. 
er. 

8<»lv#!iit Artion. 

immmm il«e»|y 
rr, 


1.5 

cotnpl«‘ta 

1,5 


1.0 

lifting 

1 ,0 


0.88 

strong 

0 m 


0.61 

motlrrat# 

fl III 

iiifwlrtml# 

0.51 

little 

II 51 

III lift 

0.42 


II 42 

imm 

0.35 

0 

fl :m 

II 


We see from this that by treating a ymt v-itii as hUrntt-rtU*. immune 
bodies ham been formed the main portion of lehirh difftr* frmt Hume 
retained by immunizing rahhita with ox bUmd or goat Mtmi, 

A second species of animal in which we have tmn tW« to d«nt»n- 
strate a differ^ce in the immune bodies is the Tite 

bodies obtained by injecting a goose with ox bli*>fi-eell« are abo wit to 
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by oiir unu^mnmmv bo*iy. It inrty bi* flint mi i*ritirf4y 
ciiffcTi*ni it% ilii’ .hihI ttiiii 

eflrriH II vmiihmithm mifli huytupUun* uxmtini wUeh Ii’ikIm 

t«i till* «»f iiiiiiiiiiii* i^iiliri’ly difirri*iif rliiiniiirr. 

Our fiirihrr r\|»i*riiiirfit3 with llif luii^ni 

f»xc*rtc*fi by mr niiti-iiiittiiitn* mi Unmmu^ iliiivni fr«uft 

min, iiiiinm-pHFu niul tiv Irrullui’itl \Mth ux hh^nl \Vi* riiillnl 

thill ilw tmtMtnmmiv n |»rntiTtivi* iiHiuii immtmi 

all tlirup Hum, hut ihnt tlu-^ tlinii thnt tli« 

iiiiiiiiHif htidv of iho nihhii. ’Mh‘ uu-h Imni tlm 

nvrmn uf flip ml. hir it in lUi .HufliriOu nli.^o!iiff4y |tr*»fi*rt nmtmi 

iiru-lm!f or om-thini of fhr fnml f uiitph-N^ Mulutiou 

in till* |iri‘HOirr‘ 111 II..M oT. aiif !■ iiiuiiUiH* hi^ly inoit ulirfi only doiilih* 
till* UHiKil of iiiitiiiii'io h»^*iy wan miphn'M, indirnf*’^ 

that thiHH^riiiii roiiliyn*^ n rrlativolv lan'n aiiiount of !}h> inni iifait nili/.-’ 
iilili* Ivjif^ of iiiiiiitim* IkwIion, in aiiv niHi* an aiiiotiiif far rtr«’iitor than 
in rofiifiiriHl in tho mhhit m‘riifH In tin* m'mrn-im ttu'* mm* in vi-ry 
«lllihil% ihv imqmnprn of «lmililn tlir Milvtiii im I hh 

Till* fi|i|»foai'li to tlsf’ raO*! a.'-’ haiipl in flu* nihhit i-'-^ anoti jti 

ihn m?riitii «f n o.\ lih«ii.h In flnti it. rfa|iiiri*fl m% 

tirnr*fi tlin rMni|4i*t«*#ttihition in llm iirittoiri* 

of the* artti-iiiifiinin* \n^\y 

All limb l«» lti«» rtiiirliiHitui that in tlw iffitntitif* anriirii of 
thofo* llir«*o i«|i4vim lti«* rytoiihilf* icroii|» of ri*rtiiifi }»t4rtioii« k iilHiiini! 
rnilli t!in rytofitiiti* grniiji «f mrtiiin iriifiiiirit* Imltm in I hr riilihiO 
(*f»rtiiiii fiiirtifnihir i,rotij#i4 tif ilir o\ hhnifl-a-rll.^ tlirmfiiri^ rfitri*i| fit 
ofjuiilly into tlin tnrnpiur^ of tliiw iniiinnlM. In vi«*%v of 

thi^ flirt, thn mfm* in tlin font, of ihiit |#orii«iii of iiiiintilw 

bfifiy whirl'! ran }iioirutniliit«l by ih** nnUmmmntn* k of wfirrifil 

ililfWl. Ah lilntitly ma* an* hr-rr ilrithni^ with lOi o%rr|'»lioii 

i%*}iirli b ruriiif^rlf’^I witli ihi’ irn|r»-**.Hibi!ity 4»f fsiitoIy'-hii fofiiiiitioti, 
Wi* inmt tlii*rf4on* ihat jn iatfift#riiiity with our iiH'j^aiiii}i* 

tion, till* ifiiitiiifir timlii^' m iiiiy -i^in.||h* mM* by ImitinK ’^■iirioUfi 

^ ft 1^4 imrlmip* «l n* thfii tli*» ittifiiofw’' flrriir4 lm$n 

f giiiiirn.-|»ii|, fat, in 

f^mif It mtm tlna lli*^ ninnnnr nf gtiifip»-|4«»- 

llfi».| mt-« lirtrsf f^ij g«iat #»f lilt" *j«-^ tll4 fiot I lii-^ llifit 

Ifli* isi rsifil I 1*1 Unilim |ni|.^.. an4 riiO*, I*«* frr'r|ili*fn 

iur thi* gnitifw f;i of lli« I"' if. li rMinnioti to thi^ hl*«#l of oi*'tt 

afill flimn 
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animals with ox blcKKl-ccllH are nt»t, as ii , ^4 

[einheitlich] nature, 'rhone obtalmd jmm tjmiin am! i*ty 

Trmrkcdlijj if 7wt etdircli/f dijfvrnti from tkmf af rahhitK uhd^ 
from gidnni-piga, ratSf and dotja tin jnirtbj mh 

We have already pointcnl out tlu* sigiiifieaa«’e' tliis rir«iiinf'liifi«'’e 
in §11, page 92. In all prnhahility i^iiailar atdmn i**€ 

bacteria, and it wc)iild tluTcTen* he adviNthh* nal b* alirmpi llw 
dud ion of hacUTicidtd ntra from a ^itnjlr ummnl m# 

cUHtonuiri/j but to rnakv a prrjftinititm rontttinimj a wij/tirr «/ .iwnm^r 
stra derived from animalH whime rm-pior appmduM arr om durrfp'ni 
as possible. 

III. Concerning the Variety of the Complenieiilfiplille iimmm 
llomoic^oun Immtiiie 

From the foregoing Heetionn it will lie m*m lliiit. in r«irihafifig: 
infectious diseiiHos we believe it iidviMiilile in eiiijilfiy 
a great many bac^teridclal immune* hiHlii^ wliirli, tii ri'iiifuriiiiiy miili 
the multiplicity of groups in tlie hiifteriiil roll, iiill in llii'ir 

ajtophik group. It will now be nmwiry to itie fiumtnm 

of a diffcjrence in the complemeritiipbile groufm^ -of iiiiititiri© 

bodies. However, the tn^itrnent of tliis run nt |irwfil tmly 

l>e fragmentary, since our undiicsls in this field nrr’nlill very inrfiiiijilrKt 
and d(dinile n^ults cun only be olifiiimtl in spreiiilly 

It will l>o advisable to commeriee this sillily yvilti iltr 
senim of a rabbit treatiti with ox blooiL In fisw if tills filrt*iiily 
been pointcxl out that two portions of iiiiiiutiif*' iirr 

each of which again is to Im; regiinlf^fl as of a tmmlm^r mf 

partial-immune bcHlim. lliis view of llie f*otti}smifiofi «f flu* itii« 
mune lK>dic« is supporttxl by the r«icti%mtiiig exisTiiiirtifs in itbirlt 
a number of different kinds of sera fumisliwl tliii 11ii^ 

brinp us to our pr«ent topic. 

We have airily mentkinecl that the iiiiwt favoimtilt ri»tilf^ irt^ 
achieved when our immune hmly is by riihliif ur 

pig scram; the activation by m«iw of goal srniiii, logrftirr mill iIa 
peculiaritia, has also cliscuwixl at length. 

Ihie following list of eomplenientii shows Itirir arlit*ft in ffii^ 
mm of varying amomite of an Immune Imily fmiti » riililiit, 
with ox blood. The amount of wmplenieint oinplriywl mw «!wiiy# arrifi^. 

^ idiiD Ehrlicli*« ktrr \ 


STt i»N IC 


Ill 


TAIU.K X 

I #4 tmmmm 

Hpfiim, I . 

{ ifftt I trmitn, 

I rr-. 

fliililiif m*mm U fl#l/i 

iifif m*mtn . j 11 mm 

(kmm* H'^rmn I U Ul^ 

HiivUtm , ...... i II .tHTt 

(Hiiif wriiiii ^ tl lift 

rn^rum ^ .... . I ' * * * 

1 

* Tliin wliirli |*ipi ffr.^4ily «*l»f iiiiii'il. fiiilril nUm ki 

viif<^ th«* nf ii gofit iiii4 i» ^%hk'h IjwI Ihh^ii mitb 

cix IiIwkI. 'Vf*t it n^i i»t uli frm^ itum . If»r §n t*u in niwHitiff* 

of 0.15 ee. if diwih'ini g«iiirii-fiig r-nnipit^trly It fli*| nof mi nii fniiliie 

Thirt fflicnm t}iiil wlmt Ht-rii iin* mml m 

thori* ij4 II gri'*at viiriiitiuii in tlir* mmnml t4 iininiini* lnniy twm^mury 
for «)liiiiiin. Ivfif*i^riiilly thi’ riiM-,f4 imikr it i^rnrii jirnliabli* 

that W€* »rt* rlniliriR witli nf |>iirtiiiI4niiritini* 

to whk*}i it:irrifiIrriioii! « in llir mmtm ul I hr iiiiiivitlitit! 

mmmpomL Tfiiii liiti mnnpUmwt%tn *4 fiifftrrni mimtP'h im* licit iftrri- 
tinil i:« ailmitlecl rwfi tiy Ikmlrt, nllliniigli hr iiiily a 

eoiTiiiIrmrni for riirli m\wvkm. 

That thmy trr arirliorf^l In llir riim*i«|a'irii’iirig 

iitiimiiif* iMicly by iiiraiw of a tiii|>lfi{ihorr griiiifi miiy firfiiiirfilly 
rrgimlofJ an il) by iitir r:^|a^firrirtita willi mliirti 

tiiifl la»oii Imlni willi iirimtiiir Innly, niiil (2| by tlir ilritioiwf rfitba 
of afiti“Ociiii|ili*rriofi|.ii wfiirli flivi^rti^c} ihi* riiiiffilf^fiiriitn frciiii ftio 
imttmitio Iwifly. 

Aminlirig In mit %iinr Ihr f-mirit iit wliirh tin* fiii|ilo|ittfirf^ 
takr« hold k nifiialril in Itir riiitifilrifi«'‘rilfijihitr j-mrlitiii t#f ftii* iiiiriiiiriii 
IkmIj. Honri* wp. forfiirrly fimignatrci thr latirr $m inkrimfti : 
WH*c*rit.Iy wi* tmri it A iiiiinb^r nf ^fnndat 

gators {iiivo iim*|itrfi tliis vum, m mn la* friini thr 
tt«i3c:l by tlioffi; tliiw MtlIJrr* ** mpuh ** ; Lniiiliiii, 
lltbfitiiicoff : riitii|4i*iiirfil ; ** philtmjimr itfiitiiiiir buly, 

Cbnmjliontiy %%t* nrri^^i* ml Ihr vbw that in fht fmijlnn: nf immune 
torliri ift llii? mmc umkt iitMemmum a numlrnr nf tltffrrrfil mmpirmrn^^ 
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ioph^f groups, come ifda pay. With the means at present at our 
disposal it is ii!i|K:)ssil>Ie, except in a few favorable cases^ to deter- 
III ine w het her this plurality of coniplenientophiie groups correspoo-ds 
exai'tly to a like plurality of eytophile groups. A case in point 
is tliat of the |>artial iMiiniine l>otiy which is reactivated by goa.t 
serum, for which we could show that it was not diverted by our 
an t i -i ni in u ne Ixxly . ^ 

Tlie diiliciilty of a full aiiah’sis of these cases is due especially 
to the many [x>ssibi]ities tliat must be considered. It is possible 
that immune l>odies with different eytophile groups possess the same 
eoinplementophile group, or that those with the same cytoph-ile 
group possess different eomplementoplule groups; and finally it is 
possible that, Ix^ides a particular eytophile group, an immune body 
may possess two, three, or more eomplementophile groups (iTiceptor, 
quadricepior). 

In any case it may be considered a fact that in the immune-body 
mixture different kinds of eomplementophile groups come into play. 
Were we to assume that the serum of an animal species contains 
only a single complement, we should have to regard such a plurality 
of eomplementophile groups as evidently a useless arrangement. 
It seems incredible that a given organism should form haptophore 
groups in its cells (for the immune bodi^ are merely thrust-off cell 
derivatives) if these groups were never during life to come into action, 
but were only to be of service in case the organism were injected 
with foreign cells. It is much simpler and more natural to view 
these circumstances from our standpoint, namely, that the cample- 
menis af an animal are, from the first, of manifold variety. 

This assumption best harmonizes the results of the various experi- 
ments which we have made from the beginning of our studio in 
haemolysis. By filtering goat and horse sera through Pukall filters 
we were able to demonstrate two complements. One of th^e, fitting 


^ In our fourth coMinimication we have discus^d anaJogoiis f-n 

entail, subjeeting thoia to thorough experimental investigations. At tbiat 
iMTfever, our studfes were directed only to the eomplementophile groups. 
In iMt mm the semm of guin^pigs immunised with rabbit blood contained 
two immiiBe bodies, of which om found its complement in guinea-pig seroim 
but i»t in mbbit strum. Tho» immune bodies were present in the propor- 
t»a of 1:10. In another’ ea» mention^ at that time we observed eomsider- 
chrenol^ml varmfi^i m the propo-rtioa of two immune bodies witia 
dMtfent complenMKtophile gPon|«. 
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to an immune body acting on rabbit blood, passed througli with 
the greatest difficulty; the other, fitting an immune bod^’ acting 
on guinea-pig blood, passed through in part completely isolated. 
We were further able to show that heating the serum of a buck 
treated with sheep blood caused all the complements excepting 
one to disappear. The one w’hieh withstood the heat fitted the immune 
body developed by the immunization. We were able to demon- 
strate the same thermostabile complement in greater or smaller amounts 
in the serum of normal goats and calves. To again call attention 
to these experiments is not superfluous, for Gengou {Annal, Vlmt. 
Pasteur, 1901) in spite of these proofs of the plurality of comple- 
ments, still maintains that the serum of each species contains only 
a single simple complement, the aletin’^ 

It would be natural to conclude that there is a plurality of com- 
plements from the manifold variations obsen^ed in the comple- 
tion of various inactive sera by normal sera. The commonest, 
example of this, probably known to every one having experience 
in this field, consists in the fact that a certain immune serum can 
be activated by two different sera serving as complement, whereas 
other immune sera can be activated by only one of these sera. Never- 
theless from our standpoint we cannot regard this method of proof 
as at all conclusive because it rests on the assumption that for a 
certain species of blood a serum contains only a single interbody 
(or immune body). In our fourth communication we have already 
shown that this assumption does not hold, even for the interbodi^ 
of normal sera. 

The assumption 0 } a plurality of complemerits in normal sera is 
supported by the fact that by tnjedions of a normal serum (which, accord- 
ing to our view, possesses various active substances which may be 
present as complements, or, at times, in the form of complementoids) 
antisera are formed which act against the complements of mrious other 
sera. In a number , of different animals by injecting various sera we 
have succeeded in obtaining anticomplements acting not only against 
the serum originally employed, but also against certain comple- 
ments of rabbifes and guinea-pigs. According to Bordet^s experi- 
ments it is pc^ible, by injecting a rabbit with guinea-pig serum, 
to obtain an isolated anti complement against a complement (able 
to act in this particular case) present in guinea-pig serum. From 
this it follows that in th^e sera, since they excite the production 
of different anticomplements, at l^st two different complements 
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arc" eoncemcM'i In this connection it is particnlarly interesting; 
to note tliat by long-eontinueti treatment of a goat witli rabbii 
serum we oi.aaineHi an tmticornplcmcnt serum which acted also 
against guitmi-p.'tj seriDn. Table XI will make this clear. All of 
the e.X|>eri!rierits are made with an immniie body derived from 
rabbit In'* iiiiiiiiiiiizing with ox blood. 


TABLE XI. 


Ant ieomi^le- 

meiit 

from 

Trea,t««l with 

Prot^tioR 
against Ilabbit 
Complement. 

Protection 

against 

Guinea-pig 

Complement. 

Ii.abl4t 

Guinea-pig serum 

+ 

444- 

Goat 

Dog serum. 

44 .^ 

4 + 4- 

Goat 

Horse serum 

-+ + 4- 

4 + 4- 

Goat 

Babbit serum 

444 

444 

Rabbit 

Goat iRerum 

-h-f 

4-4 

.Rabbit 

Sheep serum 

4 + 4- 

4 + 4- 


-f -I- H- »» strong protection; + -f — fairly strong protection; + = v^ery slight 
protection. 


the assumj^ion of a plurality of complements we are led ta 
the rum that the various complemeniophile groups of the immune body^ 
here cemcermd (contained in rabbit serum) are complemented by a 
iike^ number oj partial complements. As a result of this fad the possi- 
hility exists that attain of these complements are not constant, occurring 
in the hlmd only from time to time. 

We may perhaps give another example of these partial com- 
plements, which concerns one of a number of rabbits treated with. 
rei^ated injections of goat serum. As already described in a previous 
communication, this results in the disappearance of certain com- 
plements and their replacement by corresponding autoanticomple- 
ments. In the example mentioned, this disappearance manifested 
it»lf by the fact that lar^ amounts of the rabbit serum were 
unable to activate the single or the double fatal dose of the 
Immune IxKiy from a rabbit immunized with ox blood. How- 
ever,. when thirty tim-^ the airmunt of immune body was employed 
«)mplete wlution ensued. Ev^mtly ike prinmpcd portion of tke 
cowfrfemetfa nmwMy jnremnt Imd iimppmr^ from &u smem, but a 
pmfiM mmpiwmM had whi^ ^adei. on a jmrtid'dmmufm 

My prmmt in smoM a^unis. Tim circumstences in this. 

«« ttoefore are entirely mw^o§ow to ateve d^adb^ in 
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which, we proved that a particular immune body present in small 
amounts and not diverted by our anti-immune body, finds a comple- 
ment in its own serum which, in contrast to the other complements, 
is present also in goat serum. 

Three things have thias been established: 

L Each normal seruim contains a number of different com- 
plements; 

2. In different animals a part of the complements present are 

either completely- similar or at least similar in their haj> 
tophore groups; 

3. The immune bodies obtained in an animal species represent 

a number of different complementophile groups. 

As a result of this demonstration the question whether or not 
the resultant immune-body mixtures obtained in different animals 
are identical in their complementophile portion loses in interest at 
least so far as the problems under discussion are concerned . 

Hence we should merely like to add to the results obtained by 
activating the immune body of a rabbit immunized with ox blood, 
the results of a parallel series of experiments made at that time 
with the same amounts of reactivating sera hut mth the immune body 
from a goose immunized with ox blood. (See Table XIL) 


TABLE XIL 


ReActiTating Monnal Sera. 

Anotount of the 
Rabbit Immune 
Body SuflSeiemt to 
Effect Complete 
Soluticm. 
ec. 

Amount of tbe G<k 3®© 
Immune Body 
Sufficient to J^ect 
Comiilete Skilntion. 

cc. 

rTinnAfi.-pig Rftrnm 

0.0025 

0.005 

0.005 

0.015 

0.015 

0.05 

no completion” 
no '^completion” 

0.025 

0.05 

0.1 

o.oa5 

0.035 

no "completion” 
0.035 

no "completion” 

Rabbit semin * - 

Rat serum - 

Goose serum - 

Chicken serum - 

Goat serum - 

Pigeon, serum 

Horse serum. 



This table again shows that the Unitarian view, according to 
which each serum contains only a single complement, lacks all prob- 
ability, for it is to be expected that in that case the zoological rela- 
tionship of certain animal groups would manifest itself in their com- 
plements to a greater degree than it actually does. When, for 
example, we here see that the rabbit immune body is not reactivated 
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by horse serum but is i^^activated by goose serum, we should neces- 
sarily have to eonelude that ‘Hhe ” complement of the goose is much 
more closely related to ''the'’ complement of the rabbit than is 
that of the horse. From the Unitarian standpoint also a more 
marked difference should be manifested by the complements of 
the goose, the chicken, and the pigeon, for the firet two reactivate 
the iiiiiiiime body, while the last does not. A prion, therefore, the 
Unitarian view is ver\" improbable; but aside from this the reactivat- 
ing exp>eriment with the goose immune body (which shows this to 
be reactivated by all three avian sera) speaks against this view. 

All of these facts are readily explained if w^e accept the pluralistic 
view that each serum contains a large number of complements, and 
that certain types have a wide distribution in many classes of animals. 
In the^se they may be completely similar, or, w^hat is of primary impor- 
tance, their haptophore groups may be identical. It may very 
well l>e that the arian sera are alike in the greater part of their partial 
compiemenis, and ihat therefore all three sera mag in certain cases — 
with the immune body of a goat immunized with ox blood — reactivate 
in like numntr, lint it is not necessary that these three species 
correspond in all their complements, and so it may happen that a 
certain partial complement which is absent in pigeon serum is present 
in the other sera. This occurs in the above case with the immune 
body of the rabbit immunized with ox blood (and with that of the 
goat similarly treated). 

I should like to emphasize one more point. The immune body 
of the rabbit immunized with ox blood is not reactivated by pigeon 
serum, whereas the immune body of the goat immunized with ox 
blood is thus reactivated. This fact in itself should occasion no sur- 
prise whatever. The tissue receptors w^hich are present in the avian 
organism, and which constitute the matrix of the amboceptors in 
qumtlon, posses complementophile groups that fit complements 
widely distributed throughout the avian body. It is not at all remark- 
able, therefore, that the immune body obtained from the goose finds 
complements in various avian sera. In like manner it can readily 
be understood why pi^on serum is unable to reactivate the immune 
body of the rabbit immuni^ with ox blood. 

The general miwlmmn, however, that the avian complements in 
their entirety are different from thc^ of mammals, cannot be drawn 
from this, m Is shown by the reactivation of the rabbit immune 
iMdy by goc» and ehielcen seim. 
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This brief analysis •will show’ us that the complementopliile groiifB 
of the immune bodies do not in general possess the great importance 
which we must ascribe to the cytophile groups. In order to obtain 
the greatest therapeutic effect from the immune bodies, tbeir com- 
plementophile groups and the provision of suitable complements 
cannot, of course, he neglected. In this connection Donitz {Klin, 
Jahrhuck, 1897) first pointed out the importance, in the therapy of 
infectious diseases, of finding sufficient sources of complements. 
The conditions determining this have been more closely defined by 
Ehrlich in his Croonian Lecture ^ of March 22, 1900, as can be seen 
from the following extract: 

‘‘Er. Neisser at the Steglitz Institute sought to find an explana- 
tion of Sobernheim’s experiments. He was able to determine that 
anthrax serum failed in mice even if large quantities of fresh sheep- 
serum (i.e., containing an excess of ^ complement ’) were introduced 
at the same time. The failure in this case appears to be due, on 
the one hand, to the destruction, in the body of the mouse, of the 
^ complement ’ present in the sheep serum, and, on the other hand, 
to the fact that the ‘immune body’ yielded by the sheep does not 
find in the mouse an appropriate new ‘complement.^ 

“Trom this it appears that in the therapeutic application of 
antibacterial sera to man, therapeutic success is only to be attained 
if we use either a bacteriolysin with a ^complement’ which is stable 
in man {horm^tahih complement), or at least a bacteriolysin the 
immune body of which finds in human serum an appropriate ‘ com- 
plement.’ The latter condition will be the more readily fulfilled 
the nearer the species employed in the immunization process is to 
man. Perhaps the failure which has as yet attended the employ- 
ment of typhoid and cholera serum ’will be converted into success 
if the serum be derived from apes and not taken from sj>ecies so 
distantly removed from man as the horse, goat, or dog. How’ever 
this may he, the question of the provision of the appropriate ‘ com- 
plement’ will come more and more into the foreground, for it really 
represents the center round which the practical advancement of 
the bacterial immunity must turn.’' 

In view of the fact that every normal serum contains a great 
many complements, of which a larger or smaller part fits the most 
varied immune bodies, the need of artificially supplying complements 

^ Proceedings of the Loyal Society, Wol. 66. 
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would seem to indicate that our therapeiitic efforts be directed primarily 
Iti i'leitaig the gnakst praiuction oj the organ isrns own complements.^ 
The production of these compienients can surely be increased by 
means of artificial procedures; and this is borne out by a few experi- 
ences in this direction. Thus iXolf, by injecting certain foreign sera, 
and P. MiilkT. by injecting j)epton, bav’e succeeded, in animal experi- 
ments, in incrtmsing the production of complement. This increaso 
may |)erha[>s lx? referable to a hyperleucocytosis in accordaixce withi 
tlie views held by Metehnikoff and Buchner. We are certain that 
at least the compiemenis orgimiUy peculiar to the organism will be able 
to net when fitting complement ophile groups present themselves; this 
nm! not necessarily be the case, however, when foreign complements 
are intnxiueed. In this qu^tion it is of no consequence whether* 
the absence of complement action is due to destruction, to com- 
plementoid formation, or to a combination in the organism suchi 
as hw> been demonstrated by the ready binding of anticomple- 
ments.^ The question raised by Donitz, relative to the provision, 
of really plentiful sources of complement, has not thus far been, 
solved. It still remains, to be seen whether the interesting in- 
vestigations of Wassermann^ on the completion of typhoid im- 
mune bodies with ox serum will lead to results which can be 
practically utilized. The amount of complement contained irt 
the serum of the larger laboratory animals is not, as a rule, great 
enough to make the employment of these sera applicable for humant 
thempeutie purposes. Wasserraann, for example, found that witk 
a method of procedure which excluded the above-mentioned diminu- 
tion of complements (since he injected bacteriay immune body, and. 
implement mixed together into the peritoneal cavity) it required 
4 ec. ox serum to achieve curative results. This amount of serum, 
in lt«lf causes severe injury to the animals experimented upon. 

being the com, it seems that in the nmU^ of supplying com- 
the methcd sttggeM^ by us^ namely, the employmmt of 


^ la h» reoent ffludy fur Hygiene, Ko. 37) Was^rmaim 

strMs oa the iacimae- of the individa®J’'s awn complements. We 
were especially pmtifiod to see that in r^;ard ta tliie multiplicity of the complo— 
iM^nts W aaseimann oiii* vi®w eompletel j. 

* This is rise supparfci^ ty <K?itaia eiq|:»riifflents of con Dnogem (MGncli. 
median. Wool^^hnfl) ll» binding of TOmplCToent by '-c^rfeain cells.. 

m 

'* Wmhsmmhnfb, ITO, Ho. IS. 
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mixed sera which contain a great many different immune bodies would 
prove the most effective; for with the multiplicity of the immune bodies 
an increase of the different complementophile groups also takes place^ 
and thus the probability increases that the normal complements present^ 
especially those in the human organism, can come into action most effee- 
lively. 


IX. COXCEEXIXC, THE MODE OE ACTIOX OF BACTERI- 
CIDAL SERA.1 

By Max Xeisseh, Member of the Institute, and Dr. Frederick Wechsberg. 

Oi’B exi^erienees Tvith diphtheria curative serum have taught us 
that in antitoxin the employment of a high dose of antitoxin is of 
primary importance. It is inunaterial whether an excess of antitoxin 
is administered, since it may be regarded as certain that an excess 
does no harm and can on the contraiy^ only be of benefit. 

Concerning the action of bactericidal sera, however, the litera- 
ture contains a number of examples which indicate that here an excess 
of immune serum is occasionally injurious. Thus several higti 
authoiiti^ have published protocols of therapeutic experiments on 
animals which seem to contain paradoxical results ; for with the same 
infection and varying amounts of immune serum not only those 
animals died which had received the smallest amounts of serum but 
also thc^ which had received the largest amounts. Only those 
animals w^ere protected which received doses of immune serum lying 
t^twreen these extremes. Such a protocol, for example, was published 
by Ldffler and Abel ^ on their experiments with bacillus colt and 
corresponding immune serum. Out of nineteen guinea-pigs w^hich 
had been inoculated with the same amount of culture (^/lo loop) 
and had received varying amounts of the immune serum, only six 
animals were protected, thc^ wrhich had received doses of 0.25 to 
0.(^ ce. Eight animals with l^er doses as well as five with smaller 
d^c«s of serum died. 

A similar protocol is that of R. Pfeiffer,® which states that of four 
guinea-pip treated with virulent cholera and a corresponding im- 
mune »rum only the two animals receiving the medium doses 
survived. 

* tlwi Miinefc. naed. Woche«'hr., 1901, No. 18. 

* F. md E. Abd, CemtrrfW. f. I»6;, ^ol. 19^ 51. 

* E. Ml»hr. L Hygbae, 1895, Vd. 29, 215. 
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The same phenomenon was noticed by Leclainclie and Morel ^ 
in their work on the bacillus of malignant oedema, and these authors 
had similar experiences with erysipelas of swine and with sympto- 
matic anthrax. As a result of this they concluded that there was 
a dods optima neutrali^ayu of the immune serum. 

Since we encountered the same phenomenon in bactericidal 
test-tube experiments it seemed advisable to undertake a study of 
these occurrences, especially because the question seemed to offer 
points of vantage important both theoretically and practicalh^ 
None of the authors above mentioned has furnished an adequate 
explanation of the phenomenon. 

In our experiments the bactericidal action was determined in two 
w^ys, namely, with the aid of the hioscopic method previously 
described by us,^ and by means of plate countings. The methods 
gave identical results even in parallel series. In order, therefore, 
to facilitate looking over the results we shall here give only the 
results obtained by the counting method. 

The method of procedure was generally as follows: Vsooo of a 
one-day bouillon culture of the bacterium in question w^as put into 
each of a series of test-tubes. To this were added vandng amounts 
of immune serum inactivated at 56® C. and equal amounts of the 
complementing active serum; or in another series, equal amounts 
of immune serum and varying amounts of the complementing serum. 
It was so arranged that all the tubes contained equal emounts of 
fluid, usually 2.5 cc. Dilutions were made with O.S5% salt solution. 
Furthermore three drops of bouillon were added to each tube, for 
we had convinced ourselves that this assured a good growth in the 
control tubes. Numerous control tests were necessary nevertheless, 
even if only to test the sterility of the sera employed. The specimens 
were kept at 37° C. for three hours and then plated on agar, using 
five drops from pipettes of uniform size for each plate. The results 
were noted by comparison and estimation, somewhat after the 
following scheme: 0, isolated, hundreds, thousands, infinite number. 

Omitting the very extensive preliminary tests the follovring 
example is given to show the phenomenon studied by us. The 
immune serum employed was obtained from a rabbit by treatment 


* Ledainche aud Morel, La S4roth4rapie de la septic4mie gangreneuse, AniiaL 
de ITnst. Pasteur, 1901, No. 1. 

* Munch, med. 'Wochenschr., 1900, No. 37. 
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with vibrio Metchnikoff. This serum was inactivated by heating 
to 57° e. for half an hour, ^'oniial active rabbit serum served as 
complement. 

TABLE I. 


Control I. 
IL 

ni. 

IV. 

V. 


Amount 

of 

Cult ure. 


sS 

c c 


I 

ps.o i 
S u 
I® § ^ 

Hr- ^ 

N» 


Inac-tive Im- i , * 

mun€ Babbit | NTormal Active 
Serum against i Rabbit ^nini 
V ibrio I as Compiemeiit 
Metchnikoff. 


1.0 

0.5 

0.25 

0.1 

0.05 

0.025 

0.01 

0.005 

0.0025 

0.001 

0.0005 

0.01 

1.0 


0.3 

0.3 

0.3 

0.3 

0.3 

0.3 

0.3 

0.3 

0.3 

0.3 

0.3 


0.3 

1.0 


Number of 
Colonies on the 
Plate. 


00 

oo 

Many thousands 
Sev’-eral liundredL 
About lOO 
About 50 
0 
0 

About lOO 
00 
00 
00 
00 
D 
00 
0 


Three drops of bouillon to each tube. All the tubes fiHed to the same volume 
with 0.85% solution, then placed into the thermostat at 37® C. for three 
hours. Finally, five dro{^ of ^ch plated on agar. 

This experiment shows that the inactive immune serum alone 
is innocuous to vibrio Metchnikoff (Control II); also that 0.3 ce. of 
the active normal rabbit ^rum alone is innocuous. However when, 
for example, D.Ol cc. immune serum is mixed with 0.3 cc. normal 
« 5 tive rabbit ^rum, the many thousand germs inoculated are killed. 
In the same way O.CM)5 ce. immune serum plus 0.3 cc. normal active 
rabbit serum dm emism the death of all the organisms. Withi 
sm^ler amounts of Immune serum (but with the same amount of 
the eomj^eii^nting ^rum ms before) the destruction of the germs m 
incomplete, while with still smaller amounts there is no d^truetiom 
whatever. B-ui ike effed aim beamus less when mare tham 

0M1 cc, immum smim is so that with €.5 cc. immune serunat 
i» d^tructive at all can be observed. Hen(» if we had tested only" 
the mxture of 0.5 ec. of this immune »rum plm €.3 cc. normal 
.active »bblt »ruim we should certainly not haw sup'|x^d thafe 
w were dealinf with s powaf ul immuiie «raiL That this mtkm 


MODE OF ACTION OF BACTERICIDAL SEIL\ 


123 


is due only to tlie serum's content of immune body is shown by the 
following experiment in which inactive immune serum is compared 
with inactive normal serum of the same species, both sera being 
complemented with active normal serum. 


TABLE 11. 


Anaount of Culture. 

Amount of 
the Com- 
plementing 
Normal, 
Active 
Rabbit - 
• serum, 
cc. 

Number af Colonies on a Plate on the AdditiOTi 
of Serum from a Rabbit Immunised 
against Vibrio MLetchnikofif, tbe Serum 
having been Inactivated. 

— 

1.0 cc. 

i cc. 

-h cc. 

cc. 

■sdcTi CC, of a one-day bouil- 

L 1.0 

00 

oo 

a few 

0 

6 

lon culture of vibrio 
Metchnikofi 

] j 
l ^ 

00 

oo 

many 

thousands 

0 

0 

i 



00 

oo 

00 

oo 



Amount of Culture. 

Amount of 
Normal 
Active 
Rabbit- 
serum, 
cc. 

! Number of Colonies on a Plate on tbe Addition 

1 of Inactive Normal Rabbit -scrum. 

1 cc. 

i cc. 

'J^cc. 

^cc. 

rdtns cc. of a one-day boiih- 

r 1.0 

Oo 

oo 

oo 

oo 

lon culture of vibrio 

] i 

00 

oo 

00 

oo 

Metehnikoff. 

- 

oo 

oo 

oo 

00 


Control I. Wtnr bouillon culture +2 cc. 0.85% salt soL i-S drops of 
bouillon, planted as above, result oo. 

^ ‘ II. Sterility of the immuiie ^rum, 0. 

III. inactive normal rabbit-senon, G. 

IV". active normal rabbit-serum, 0. 

Ail tbe tubes made up to equal volumes with 0.85% salt i^Iution, then 
placed into a thermostat at 37° C. for three hours. Finally, fire drops of each 
specimen plated on agar. 

This experiment, too, shows that ce. immune serum plus 
1 cc. or V? cjc. normal active rabhit serum kills the germs completely; 
while larger doses of the immune serum axe less effective. The addi- 
tion of Twrmal inactive rabbit serum has no effect. 

The same phenomenon can be demonstrated in another man- 
ner. For the complementing serum any active serum is u^d which 
by itself already possesses a slight destructive action. If to such a 
serum varying amounts of an inactive immune serum are added, 
it will at times be found that small quantities of the latter increase 
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the action of the normal active serum, while somewhat larger quan- 
tities weaken the action. Still larger quantities may inhibit the 

action completely. 

In the following experiment an immune serum was employed 
wiiieh had been obtained by immunizing a goat with vibrio Nerd- 
hajen. This se^rom was inactivated by heating it to 57® C. JXornial 
active goat senim served as complement. (See Table III.) 

The column show’s that normal active goat serum by itself 
kills bacteria, even in doses of about 0.1 cc. The fourth and fifth 
columns show’ that this bacteriolytic effect of the normal active goat- 
seram is in no w’ay affected by the addition of 1.0 ec. or 0.1 cc. in- 
active nortnal goat serum. From the third column we see, how^ever, 
that if w’e add to the normal active goat-serum 0.1 cc. inactive im- 
mune serum, the bacterioly’tic effect of the former is lowered ^ and 
tliat it is almost neutralized when 1.0 cc. of the inactive immune 
serum is added. (Column 2.) 


TABLE III. 


Amount of 
Gultare. 

Amount 
d Com- 
plemerst- 
infg Nor- 
Boal Active 
Goat 
Seram, 
cc. 

1 

2 

3 1 

4 

5 

Number of Colonies on a Plate on Addition of 

1 Inactive G<mt Immune Serum against 

j Vibrio Kordhafen. 

Number of Colonies 
on a Plate on 
Addition of Inac- 
tive Normal 
Goat Serum. 

1 

1.0 cc. 

0.1 cc. 

1.0 cc. 

0.1 cc. 

jiw <»• 0^ a 


r 1.0 

0 

about 50 

0 

0 

0 

one-day 


0.5 

0 

many hundreds 

0 

0 

0 

bouillon 


0.25 

0 1 

00 

0 

0 

0 

eultiiie 


0.1 

0 

00 

several hundred 

0 

0 

€i Vibrio 


0.05 

about 50 

OO i 

oo 

about 10 

a few 

Nord- 


0.025 

00 

oo 

00 

oo 

00 

bafen. 


^ ' 


00 

00 

00 

00 


Ocatrd 1. bouillon culture 4- 2 cc. 0.85% salt solution -f 3 drops 

b©afllon««oo. 

* * n. Sterilit j of the inactive immune ^rum, 0. 

in. ** it i€ n normal goat serum, 0. 
f< << tt active normal goat seruna, 0. 

Tfape® (iro^ of Iwiffion to »ch. tube. 

IB teb« made up to ©qu^ volume with O.SS % saJt solution. 
tl» at 37® €. for thr^ hours. 

Iwo =dpap of each spodiam plmtel oa agar. 
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The same phenomenon is shown by the following protocol: 


TABLE IV. 


Amoimit 

of 

Amouat of 
the Comple- 
menting 
Active 

Number of Colonies on a Plate on the Addition of lna(±ivt 
Goat I rrirntine Serum directed against Vibrio Nordhafea. 

Culture. 

Guinea-pig 

Serum. 

cc. 

— 

1.0 cc. 

0.1 cc. 

0.01 cc. 

cc . of a 
one-day 
bouillon 
culture 
of vibrio 
Nord- 
hafen. 

r 1.0 

0.5 

0.25 

0.1 

0.05 

0.025 

0 

0 

a few 

several thou- 
. sand 1 

oo 

oo 

many thou- 
sands 
almost 00 

00 

cc 

00 

00 

00 

a few 

about 100 
several hun- 
dred 

oo 

oo 

oo 

oo 

0 

0 

a few 

about 100 

many huiv 
dred 
oo 

oo 


Amouat of Culture. 

Amount of 
the Comple- 
menting 
Active Nor- 
mal Guinea- 
pig Serum - 
cc. 

rsTumber of Coloaies on a plate on the Addition of 
Iruictwe Normal Goat Serum. 

1.0 cc. 

0.1 cc- 

0.01 cc. 

xirj cc. of a one- 
day bouillon 
culture of vibrio 
Kordhafen 

i 

' 1.0 

0.5 

0.25 

0.1 

1 0.05 

0.025 

0 

about 100 
a few hundred 
oo 

oo 

00 

oo 

0 

0 

a few 

a few hundred 
00 

oo 

00 

0 

0 

a few 

several tbous. 
oo 

oo 

oc 


Control I. cc. bouillon culture +2 cc. 0.85% salt solution 4-3 drops 
bouillon. Result, oo. 

II Sterility of the goat immune serum, 0. 

III “ “ “ normal goat serum, 0. 

IV. ‘‘ ‘‘ ‘‘ guinea-pig serum, 0. Three drops of 

bouillon to each tube. 

AH the tubes made up to an eqiual v^olume with 0.85% salt solution. 

Kept in the thermostat at 37® C. for three hours. Finally, two drops of 
each plated on agar. 

We succeeded in obtaining similar results in such experiments 
with the following combinations: ^ 


^ We should like to call attention to a case which we encountered a number 
of times. We found that an inamune serum obtained from a goat could be 
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Typhoid 4* inactive ininiune serum (dog) 4- normal aetiTe guinea-pig sexuin. 
Vibrio Nordhafen 4 inactive immune serum (rabbit) 4 normal active horse 


4t it 

4( it 

it it 

it it 


it it ti tt 

it it ti 

it it ti it 

it it tc it 


serum; 

4 normal active goat 
serum; 

4 normal active sheep 
serum; 

4 normal active guinea- 
pig serum. 


In orfer to meet the objection that the agglutinins may possibly 
have interfered in the experiments tve have devised the following 
method of demonstrating the phenomenon in question: 

Typhoid bacilli were subjected for one hour at 37^ C to the action 
of inactive immune serum derived from a dog. As “we know from the 
hceriiolytie ex|>eriments of Ehrlich and Morgenroth, this results in 
anchoring the interbody present in the immune serum to the bacteria. 
The mixture was then centrifuged and the fluid poured of. After care- 
fully shaking the sediment with a little fluid it was divided into two 
equal parts, to one of which inactive immune serum (dog) was added, 
while the other received some normal inactive dog-serum. Einally 
there was added to both portions the same amount of a complement- 
ing serum (normal active guinea-pig serum) which by itself was able 
to kill the bacteria. At the end of three hours plate cultures were 
made in the usual manner. The results showed that no destruction 
had occurred in the tube containing the excess of immune serum, 
whereas the culture in the other tube had been killed. 


rmctivated for Vibrio Xordhafen by a complement derived from rabbits. In 
this combination w’e again ob^rved the phenomenon of deflection of com- 
plement by an excess of immune body. But even normal inactivated goat 
Miim (which contains interbody) when used in exactly the same amounts 
noanifwsfeed drfection of eoraj^emaat. Bince no quantitative difference could 
be dim^verwl between the immune serum and the normal serum, we assume 
ti^ in this mm the deflection of complement has been eff^ted by a substance 
in normM serum, as, for instance, another interbody of specif affinity 
m perliaf» a normal mticomi^einent. Hot every complement can be used 
to r^ctivate a serum, for the compleiTOnt may be deflected from the place of 
ife mctioa by any interbody, provided merdy that this possesses 

sufiefcat affinity for the It will be n^^^ry to seek experi- 

mwtttally fm" oomfeinations in wbk^ such disturbing deflations are absent and 
ia wMch the diffei»K» in the affinity of the interbody wM.ch may be^ normally 
cf that pawiijced artffidMty- in large- quantities- be(^m^ r&ry muni-. 

1 ^. 
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All these experiments shov: that the effect produced hy a given amount 
of complementing serum, just sufficient to reactivate a definite quantity 
of inactive immune serum, was diminished uhen large amounts of 
immune serum were employed. In like manner it was possible to in- 
hibit the activity of a normal serum which was hactericidal by itself, 
by the addition of large amounts of the immune serum. 

It seems to us that an explanation of these important phenomena 
is possible only on the basis of the newer views of Ehrlich and Mor- 
genroth. From the work of these authors on hsemolysins and from 
our ow^n bacteriolytic experiments we know' that the immune semm 
contains a thermostable interbody (amboceptor) which w'hile itself 
inactive renders the complement effective by linking itself, on the 
one hand, to the bacterium or erythrocyte to he dissolved, and on the 
other to the complement. The complements, as is w'ell knowm, are 
thermolabile and are contained in normal sera. But the interbody 
may also be normally present in a serum. This follows from the 
side-chain theory, and has already been emphasized.^ An instance 
of this is shown in Table IV. The normal active guinea-pig serum 
contained complement and interbody. But besides this it contained 
additional complement, which became manifest when more inter- 
body, in the form of inactive immune serum, was added. In example 
II it was impossible to demonstrate an interbody in the normal 
serum, for this by itself did not kiU the bacteria even though inactive 
normal semm was added. It di<4 however, contain complement^ 
and this became manifest when inactive immune serum was added. 
These phenomena axe exactly like those observed with haemolysins 
which have recently been so carefully studied. This one phenomenon, 
however, of the ineffectiveness of large doses of immune semm has 
not thus far been encountered in hsemolysins. This is apparently 
due to differences in the affinities of the interhodies, as we shall pres- 
ently show. 

In Fig. 1, on the next page, A II represents schematically a bac- 
terium a with a number of receptors; for there are many reasons 
why we should assume that each bacterium possesses a number of 
receptors of the same kind. According to the side-chain theoiw^ 
if we inject this bacterium into an animal an overproduction of the 
corresponding group will occur, resulting in a serum which is rich 
in body h. This body 6, however, is not able by itself to injure the 


^Deutsche med. WochenscLr., 1900, No. 49. 
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bacteria, aad a bacterium a.11 of whose receptors are laden with 
h need not at all be injured in its vitality. Body b normally possesses 
a peculiar function, namely, to serve as a coupling member or link, 
and hence it possesses two groups (amboceptor). In this particular 
case one of these groups fits the receptor of the bacterium, the other 
possesses a peculiar relation to those normal ferment-like constitu- 
ents of sera which Ehrlich has termed complements. When there- 
fore to a normal serum which contains suitable complement we 
add equivalent amounts of immune serum, the condition pictured 
in A I will result. On adding the corresponding bacterium to this 
we get the condition shown in A II, in which all the bacterial receptors 
are occupied with immune bodies, or, more accurately, with immune 
bodies which on their part are loaded with bacteriolytic comple- 
ment c. In the case here presented w’e shall say that it requires 
the occupation of all the receptors with complemented interbodies 
to cause the death of the bacterium. 

If now to an equivalent mixture of complement and interbody 
we add an excess of interbody, it will be possible for only a part 
of the interbody to he loaded with complement, leaving a portion 
of the interbody uncomplemented. On adding the corresponding 
bacteria a number of conditions may result ; the affinity of the inter- 
body for the bacterial receptor may, as a result of the loading with 
complement, (1) remain UTichanged, (2) it may thereby be increased, 
or (3) be diminished. 

In the figure, B II shows the condition of increased affinity. 
Of the six interbodies only those combine with the bacterium which 
have become laden with complement. In this case therefore the 
excess of interbodies will have no influence on the bactericidal effect. 
The condition is really the same as A II, except that free interbody 
is also present. 

C II shows the condition of unchanged affinity. In this case, 
if we add the bacterium to the mixture of complement and excess 
of interbody, all the receptors of the bacterium will, to be sure, be 
occupied by interbodies, but this will be entirely without any regard 
to the fact that these interbodies are or are not loaded with com- 
plement. It may therefore happen that only a few of the bacterial 
receptors will be occupied by complemented (i.e. active) interbodies, 
while the rest of the bacterial receptors are occupied by uncom- 
plemented (hence inactive) interbodies. As already mentioned, 
however, the vitality of such a bacterium is not necessarily destroyed. 
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D II represents the last conceivable case. It is assumed that i 

the completion of the interbody has resulted in a diminution j 

of the latter’s affinity for the bacterial receptor. ^ In this case pri« | 

marily only the uneomplemeiited interbodies will eombine with | 

the bacterial receptors, while the free fluid will contain complemented j 

interbcdies. I 

In eases C II and DII, therefore, the excess of interbody is not 
without important results; for whereas in mixtures of equivalent 
amounts of complement and interbody all the interbodies are com- 
plemented and so made active, the eoccess of interbody will exert 
a deflecting action on the complements in case C II as 'well as in D 11^ 
thus diminishing the end results. 

The conditions shown in B II are apparently those which apply 
to the hmmolysins, for extensive investigations in this direction by 
Ehrlich and ]^Iorgenroth, concerning which we are permitted to 
report, have shown that deflection of complement by an excess of 
interbody is not obser\'ed in hsemolysis. In this case only the 
complemented interbodies seem primarily to be anchored by the 
receptors of the erythrocytes. 

In the bactericidal sera investigated by us, however, the deflec-- 
tion of complement shown in CII and DII is observed, though 
of course we are as yet unable to say which of the two possible modes 
is pr^nt in any particular case. The same explanation which 
WQ have ^ven for the phenomenon observed in vitro must also be 
held to apply to the experiments on animals, at least so far as the 
phenomenon above d^ribed was observed. It is perfectly ob'vious 
that when appropriate afiiniti^ of the interbody exist and when 
there is a marked disproportion between complement and inter- 
body, a deflection of complement by the excess of interbody can 
occur in the animal body. 

The phenomenon of deflection as d^cribed may perhaps pr^ent 
further jmints for study. We know that immunization causes an 
increase only of the interbody and that therefore every immune 
Mum prints a deficiency of complement in comparison to inter- 
body. it is (^nc^ivahle in a highly immune animal, i.e. one 

m which throu^ immunization a great increase of interbody has 
TOCuiT^, that after infection the phenomenon of complement deflec- 
tion thnoi^h the of Immune bcKly could ocetir. That it actu- 

jJUy do« occur we ^<^dude from the following statement by IL 
Pfdffer: 
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It has frequently happened to me that highly immunized guinea- 
pigs died after an injection of moderate amounts of yirus. On 
section there were then found in the peritoneum living vibrios, some- 
times even in considerable numbers. Notwithstanding this the 
heart blood of the cadaver when introduced into new guinea-pigs 
manifested the strongest power to dissolve vibrios/' 

It is therefore conceivable that an individual can lose its natural 
resistance by producing too large an amount of interbody in pro- 
portion to the amount of its complement. Such an excess of inter- 
body then would act injuriously rather than helpfully. 

This phenomenon is also of some theoretical significance. l\Tiile 
it can readily he explained by means of the views of Ehrlich and 
Morgenroth, it appears, to us at least, to be absolutel}^ irreconcilable 
with the theory of Bordet. This author, as is well known, regards 
Ehrlich’s interbody as a substance capable of sensitizing the bac- 
teria whereby they are made vulnerable to the action of the solvent 
‘^alexin” (Ehrlich’s complement). If this wxre the case it would 
be absolutely incomprehensible how an excess of sensitizing sub- 
stance could diminish the total effect; at the most such an excess 
could only increase the sensitizing action, not decrease it. Since, 
however, we have actually observed this decrease very frequently, 
we must regard this as a weighty objection to Bordet’s theory. 

Equally incomprehensible from Bordet’s standpoint is the fol- 
lowing observation. As has been shown above it is possible to over- 
come the action of an equivalent mixture of interbody and com- 
plement (the mixture itself being fatal) by adding a large exce^ 
of interbody to it. When, however, through the addition of more 
complement the equivalence of the mixture is again restored, the 
action returns. This action therefore depends not only on the abso- 
luU amounts of complement and interbody, but also and essentially 
on the proporiwn in which these two substances are present. This 
is true at least in the sense that not very much more interbody 
should be pr^ent than is required. 


X. THE EErLECTION OF COiMPLEMENTS IN BACTERI- 
CIDAL TEST-TUBE EXPERIMENTS.! 

By Dr. A. Lipstein, Assistant in the Bacteriological Division. 

In a study published in 1901,2 ]N"eisser and Wechsherg described 
a peculiar phenomenon occurring in bactericidal test-tube experi- 
ments. This phenomenon, consisted in the fact that the bacteria 
were not killed despite the presence of the appropriate bacterial 
am!x>eeptor (immune body) and complements when a compara- 
tively large excess of amboceptor was present. This fact, for which, 
all other explanations failed, was explained by the authors on the 
basis of Ehrlich and Morgenroth’s views. They assumed that, with 
certain conditions of affinity, an excess of amboceptors exerts a 
deflecting and at the same time a dilating action on the complement; 
as a result the complement does not combine with the amboceptors 
anchored to the bacteria, but with the superfluous free amboceptors, 
while the amlx>ceptors which are anchored to the cells remain without 
any complement. Now since only those complements exert a bac- 
tericidal action which are anchored to the bacteria by means of the 
amboceptors, it follows that in this case there will be no bactericidal 
action. Naturally this phenomenon of deflection of complement 
does not occur with every combination of amboceptor and comple- 
ment, but only when certain conditions of affinity are present. Later 
I shall be able to show how the same amboceptor in excess exerts a 
deflecting action on one complement while it fails to do so on two 
other complements. Because of the theoretical importance of this 
phenonienoii and Its explanation, a continuation of the experiments 
of Nei^r and Wechsberg, taking special cognizance of the objections 
since made, seemed d^irahle. 


* Eepdated frcm CentralbWt fur Bact., Vol XXXI, lUo. 10, 1902. 

2 Stee 1» of th^ vc^ume; ato Weehsbag, Zmtschr. f. Hygiene, YoL 
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la the following experiments the method is the same as that of 
the above authors, to whose work I refer for these details. The 
phenomenon of the deflection of complement can be exhibited in 
two ways: First by employing as a source of complement an active^ 
in itself not bactericidal serum and showing that when decreasing 
amounts of inactive imraune serum are added, only the medium 
amounts of the same exert a bactericidal effect, whereas both the 
larger and the smaller amounts are ineffective. The results shown 
in Table I will serve as an example of this. 


TABLE r.i 


Amouatof Culture. 

Amount 
of the 
Comple- 
menting 
Active 
Pigeon 
Serum. 

1 Number of Colonies on a Plate on the Addition of 
! Inaxjtive Chicken Immune Serum Directed against 
Vibrio Metchnikoff. 

1.0 

cc- 

0.3 

cc. 

0.1 

cc. 

0.03 

cc. 

0.01 

cc. 

*0.003 

CC- 

0.001 

cc. 

0.0003 

cc. 

0.0001 

cc. 

cc. of a one-day 1 





20 




many 


bouillon culture of }> 

0.4 

oo 

oo 

oo 

to 

0 

0 

0 

thou- 

oo 

vibrio IVletcbnikoff J 





30 




sand 



Control I. cc. bouillon culture +2 cc. 0.8o% salt solution. Result, oo. 
II. 0.4 cc. active pigeon serum. 4- j^cc. bouillon culture. Result, oo 
III. Sterility of all the sera, 0. 


The second method consists in employing a serum or serum mix- 
ture which will kill the amount of bacteria employed. By adding 
to this decreasing amounts of mactive immune serum (or, as a con- 
trol, inactive normal semm) it is found that the immune serum, 
in proportion to the amount added, exerts an aritiibactericidal effect, 
whereas the normal serum fails entirely to do this or does so in a 
very much less degree. This is illustrated by the results in Tables 
in and IV, columns 1 and 2. 

In opposition to the explanation furnished by ITeisser and 
Wechsherg, according to which the deflection of complements is 
caused by an eacesB of ce^Triboceptors, the following points have been, 
raised: 

A. The phenomenon is due to agglutination of the bacterial 

culture; 

B. It is due to normal anticomplements (Metchnikoff) . 


^ Each tube also receives three drops of bnillon as in Xeisser and "Wedhs- 
berg’s exepriments. This applies also to the rest of our expjerinients- 
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C. It is due to anticompiements which arise during the 
nizing practss (Gruber). 

I shall critically examine each of th^ objections beginnmg 
with the first. 

A. Is the Deflection of Complements in any way Connected witli 

Agglutination? 

This Tery natural objection, namely that each immune serum 
agglutinates the corresponding bacteria and that it is this mechanicaJ 
effect of clumping which causes the bactericidal power of the immune 
serum to fail, Neisser and Wechsberg sought to o\^ercome by the 
following method of procedure. They first agglutinated the bacteria, 
which were to be used in the cultures, and then studied the effect 
that a normal and an immune serum exerted on these, with the 
result that a deftection of complement was obtained only with the 
immune serum. The follow’ing experiment also shows that the 
agglutinating action of an immune serum is in no way the cause 
of the deflection of complement; for in it I succeed in showing 
that an immune serum which agglutinates strongly is nevertheless 
unable to exert any deflecting action on the complements. 

In this experiment two immune sera acting against vibrio 
Metchnikoff are employed, namely, that of a goose (A) and that 
of a goat (B). Both sera strongly agglutinate vibrio Metchnikoflf, 
i.e., even in a dilution of 1: lODO. The method of procedure is sucii 
that decreasing amounts of the inactive sera were reactivated witla 
rabbit serum (column 1) and with pigeon serum (column 2). Now 
while the immune serum of the goat (B) shows a typical picture of 
deflection of complement, the immune serum of the goose (A) , who^ 
bactericidal power is just as strong as that of the goat serum, is 
unable despite this lai^e content of amboceptor to deflect the comt- 
plement. This proves that the a^lutinating action and that of 
complement deflection are two properties of one and the same immune 
mrmn, which may exist side by side, hut that agglutination in no 
way deflection of complement. 

Aemrdii^ to our view the reason why the surplus amboceptor 
of the gcKBC immune serum faik in our experiment to bring about a 
deflectma of <x>mp1ement is because there is not suffieiftit afHnit3r 
l»tweeis the implements of pigeon and rabbit serum on the ono 
hmA fee free amhc^ptor of the immune serum on thie otheir^ 
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By varying the experimeiit I have succeeded with this same immune 
serum in producing this phenomenon of deflection on another comple- 
ment, thus furnishing evidence of the correctness of th^e views. 
The source of this complement was an active normal goat serum 
which in itself was bactericidal for the amount of organisms em- 
ployed in the culture. (See Control II.) This experiment is other- 
wise similar to the preceding, except that as additional control tests 
the corresponding normal sera have been subjected to examination 
respecting their deflecting power. 

TABLE II. 

A. 


Xmount of Culture. 


Amount of In- 
active Goose 
Immune Serum 
Directed 
against Vibrio 
Metchmkoff. 
cc. 


Number of Colonies on a Plate 
after Completion with 


0.3 cc. Activ’e 
Normal Rabbit 
Serum. 


0.4 cc. Active 
Normal Pigeoa 
Serum. 


cc. of a one-day boniUon culture 
of vibrio Metclmikoff 


1.0 

0.3 

0.1 

0.03 

0.01 

0.(K)3 

0.001 


0 

0 

0 

0 

10 

many thous’d 
00 


0 

0 

0 

0 

0 

100 

00 


B. 


Amouiifc of Culture. 


Amount of 
Inactive Goat 
Immune Serum 
against Vibrio 
Aletchnikoff. 
cc. 


Number of 
Colonies on & 
Plate onCom- 
pletim with 
D.3 cc. Active 
Normal Babbit 
Serum.. 


CC. of a oneniay boaillon culture of vibrio J 
Metchnikoff - j 


1 .0 
0.3 
0.1 
0.03 
0.01 
0.003 
0.001 
0.0003 


00 

oo 

0 

0 

0 

0 

0 

00 


Control I. cc. bouillon culture 4-2 cc. 0.85% salt solution = co . 

11. Normal active rabbit-serum 0.3+^ cc. bouillon culture^ oo . 

III. 0.4 cc. active pigeon-^rum -1 - cc. bouillon ciilture=oo. 

IV. Sterility of all the sera, 0. 
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TABLE III. 


lAmopnt of Amount | umber of Colonies on a Plate on the Addition 
I fh® Ar.tiv-*. #kf th« ! Inactive here meationed. 


Amoojot of Ciiltnre. 


the Active of the 
Normal ; Inactive 


i*»at ■ Immune 
rum. i and 
itself I Nomiai 


Bacteri- 

cidal. 


Goat 

Immune 

Serum 

a4?ainst 

Vibrio 

Metchnilcoff 

Normal 

Goat 

Serum. 

Goose 

Iramuue 

Serum 

against 

Vribrio 

Metchnilsoff 

Normal 

Goose 

Serum- 

00 1 

sevT En'd 

00 

100 

oo 

0 

cc 

0 

sev’l h’n’dl 

0 

CO 

' 0 

0 

1 0 

sev'l h’n'd 

0 

0 

j 

0 

0 

1 0 


jb €c. of & one-; 
day bouillonj 
culture of vibrioj 
Metchnikoff I 


Control I. yjf ec. bouillon culture + 2 cc. 0.85% salt solution=oo. 

II. Normal active goat-serum 0.04 cc. +^7 cc. bouillon culture=0^ 
III. Sterility of all the sera =0. 

The principal difference ia this as compared with the former 
experiment is that the goc^e immune serum deflects the comple- 
ment even more strongly than does the goat immune serum. 

Thus the objection that the deflection of complements is due to 
agglutination has been refuted by these experiments also. The 
behavior of the normal sera employed as controls, whose antibac- 
terieidal power even in amounts of 1.0 cc. is very slight, will be spoken 
of in the next section, 

B, Is the Befiectian of Complements due to ^Tormal 
Anticomplements ? 

Hie deflection of complements under discussion has been ascribe 
Metchnikoff^ to anticytases normally present, Tliis objection 
falls to the ground if it can be shown that the specific immune serum 
exhilats a constant and distinct difference in cximparison to other 
immure sera or to varioi^ normal sera. It m entirely immaterial 
if the m>mml sera also show this phenomenon to a slight d^ree^ 
e.g. Table III, eolumns 2 and 4. An adequate explanation of this 
has alr»dy been furnished by Nei^er and Wechsberg, who were also 
the irst to d^ribe nonml anticomplements. Just this qnant^- 
Mim diffmrmm t^tw^n immune serum and no^mml serum is ono 


* dans Maladies iiif€ct»uses, 3v 
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of the postulates of Ehrlich theory, and it is this quantitative 
difference which constitutes the essential point in the deflection of 
complements described. 

The following table includes ten different goat sera, among them 
three bactericidal immune sera (columns 2, 3^ 4), one antitoxic serum 
(column 5), four hsemolytic immune sera (columns 6 , 7, 8 , 9), and 
one anti complement serum directed against the complements of 
horse serum (column 10). All of these have been tested as to their 
complement-deflecting power against vibrio Metchnikoff. 

The experiment has been slightly modified from the former, 
for in this I made use of a mixture of 0.1 cc. active guinea-pig serum 
(in itself not bactericidal, Control If) plus 0.01 cc. inactive goat 
immune serum (against vibrio Metchnikoff). This mixture completely- 
killed the amount of bacterial culture used, namely, cc. of a 
one-day bouillon culture of vibrio Metchnikoff (see Control II). De- 
creasing amounts of various inactive goat sera were added to this, 
as is shown in columns 1 to 10. 

According to this, the Metchnikoff immune serum exerts a specific 
action, and it is certainly too hazardous to assume that the Metchni- 
koff goat used by us happened to possess an unusually large amount 
of normal anticomplement. Furthermore, it is possible, as I shall 
show later, to furnish positive proof that the deflection of complement 
is caused, not by the anticomplements, but by the amboceptors; 
for by removing the amboceptors it is possible to prevent the deflec- 
tion, The following experiment furnishes still further evidence 
against Metchnikoff ’s view: I examined the serum of a rabbit before 
and after immunization with vibrio Iletchnikoff and found that the 
normal serum was entirely inactive, whereas after eight days the 
immune serum of this animal caused strong deflection. In these 
eas^, therefore, it will not do to ascribe the deflection of complements 
to a normal anticomplement. That normal anti complements do 
occur and that they may at times simulate the phenomenon above 
described is, of course, possible and has already been emphasized 
by Heisser and Wechsberg. In such cases suitable control t^ts, 
above all the absorption method described in the next section, will 
guard against errors. From all this it follows that the phenomenon 
of complement deflection which can be observed in suitable cases is 
not to be ascribe to the presence of a normal constituent but to one 
produced by immunuation. 
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TABLE 


Amount of 
Cultur®. 


Y/sjce.ofaone- 
dav Itnouilion 
culture 0 f 
vibrio Meteh-; 
nikolT 


Amount of the Bacteri- 
cidal Semna Mixture. 


0.1 cc. active normal 
guinea - pig sermn 
pliisO.Ol cc. inactive 
goat inirniine senini 
against vibrio Metch-| 
nikoff 


Amount 

the 

Inaeti- 

vatetl 

Goat 

Serum. 


1.0 

0.3 

O.l 

0.03 

O.Ol 


Number of Colonies 


Normal 

Senim. 


Immune 

Serum. 

again.'it 

Vibrio 

Mete hnik off. 


almost 00 
00 
00 

sevl hunM' 
0 


Immune 

Serum 

against 

Vibrio 

Nord- 

hafen. 


Control I. cc. iKJiiillon culture + 2 cc. 0.5^. salt solution = oo. 

“ IL Active guinea-pig serum 0.1 cc. +Ti]^iny cc. bouillon culture = 


C. Is the Deflection of Complements Caused by Anticomplements 
Developed by Immunization? 

The assumption that w^hen immunizing with bacteria, antialexins 
develop in the serum of the animals treated, and that these substances 
exert an aiitibacterieidal and antihaemolytic action, is made by 
Gruber ^ solely for the purpose of furnishing an explanation for the 
phenomenon not based on Ehrlich’s views. Vechsberg^ has very 
properl}’ pointed out that Gruber’s assumption completely contradicts 
all our previous experiences, for then neither bj active nor by pas- 
sive immunization should benefit the organism treated, but we 
should even injure it. The evidence on which Gruber bases this new 
«)iieeption consists in hsemolytic test-tube experiments in which he 
shows that bactericidal immune serum hinders the hsemolysis, whereas 
the eon^ponding normal serum does not do so. Vechsberg in a 
inecent study^ was never able to obtain this r^ult^ even with the 
same method of making the experiment as employed by Gruber. 
Similar ii^&tive i«ults were obtained by H. Sachs, of this institute^ 
who stifled a number of immune sera for this purpiBe, viz., immime 
sem i^iiMt vibrio ^fetehnikoff,. vibrio Nordhafen,. staphylococcus., 

® Wieaer Mm. Woch^iwhi:., 1901,. Bo. 90. 

»IMd. 

1«2, Mo. IS. 
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IV. 


4 

5 

6 

7 

8 

9 

10 

on a Plate on the Addition of the Inactix-e Goat Sera here mentioned. 

Immune 

Serum 

against 

StaphylO' 

coccus 

Aureus. 

Serum 

against 

Staphylo- 

coccus 

Toxin. 

Serum 

against 

Habbifc 

Elood- 

ceUs. 

Serum 

against 

Sheep 

Blood- 

cells. 

Serum 

against 

Ox Blond- 
cells. 

Serum 

against 

Human 

Blood-cells. 

Semin 

against 

Horse 

Semnx. 

0 

sev’l hunM 

0 

20-40 

many thou. 

almost oo 

100 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 


Control III Active guinea-pig serum 0.1 cc. -fO.Ol cc. inactive goat immune 
serum against vibrio Metchnikoff cc. bouillon culture. 
IV. Sterility of all the sera=0. 


■erysipelas of smae, hog cholera^ d 7 sente^ 3 ^ I am unable to say 
what the cause of these contradictory results may be. One thing, 
however, is shown thereby, namely, that there is no general law such 
as Gruber assumes, and tliat, their toxicity taken for granted, his 
experiments constitute rather a rare exception which must even be 
regarded as an unfortunate coincidence. 

That immunization with any kind of bacteria does not cause the 
formation of anticomplements with a genial antihactericidal action, 
in Gruber’s conception is seen by glancing at Table IV, columns 2, 
3, and 4. In these experinnents only the Metchnikoff immune serum 
exerted a complement-deftecting action, not, however, the immune 
sera of two other goats immunized with vibrio Nordhafen, and with 
staphylococcus pyogenes aureus. 

It is very easy to prove that in the Metchnikofi immune serum 
the actixe factor which effects this anticomplementary action and 
which develops as a result of the immunization is really an ambo- 
ceptor; for by previously adding the corresponding dead bacteria 
to the immune serum and later centrifuging, the amboceptor of 
the serum is abstracted. It can then be shown that this amboceptor- 
free immune serum has lost all its power to deflect complement, 
provided, of course, a sufficient amount of bacteria was used. It 
■can further be shown in this way that the action proceeds quanti- 
tatively. Thus if decreasing amounts of bacteria are employed 
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to alBorb the amboceptors, e.g., 1, h t\, culture, it will be 

found, for instance, that the whole agar culture completely abstracts 
the ainlx^eeptor from the serum; one-quarter of the culture abstracts 
only part of the same, smaller amounts still less corresponding to 
the amount of bacteria added. 

But by this method I was able to bring further proof of the specific 
action of the immune serum. Thus when I added dead Metchnikoff 
vibrios to the Metchnikoff immune serum, 1 was able to xeinove 
the anilK>ceptor; the serum then did not show^ even a trace of deflect- 
ing action. If, however, to this Metchnikoff immune serum I 
added other bacteria (vibrio Nordhafen, typhoid, dysentery) the 
serum lost none of its power to deflect complement, because the 
immune body of Metchnikoff immune serum is anchored only by 
Metchnikoff vibric^, and not by any other kind of bacteria . 

Such an experiment is reproduced in extenso below. For certain 
reasons to be explained directly, this requires a tedious and complex 
method of procedure. As in the previous experiment I employed a 
mixture of active guinea-pig serum and inactive Metchnikoff immune 
seram (from a goat), which sufficed to kill the amount of bacteriaJ 
culture employed (Control II). To this mixture are added decreasing 
amounts of the native inactive Metchnikoff immune serum of a 
goat (column 1), The same immune serum previously treated witli 
Metchnikoff vibrios is shown in column 2; treated with Nordhafen 
vibrios, column 3; with typhoid bacilli, column 4; and with dysentery 
bacilli, column 5. This preliminary treatment with bacteria is as 
follows: Agar cultures of the various bacteria are suspended eacli 
in 2 cc. 0.85% salt solution and killed by heating these suspensions 
to 65^-70° for one hour. If to these four susp^ensions we were now 
to add Metchnikoff immune serum with the object of having the 
immune body absorbed, we should later, on centrifuging to remove 
the bacteria, encounter great difficulties, it being impossible in this 
way to obtain a dear fluid free from bacteria. The Metchnikoff 
vibrios alone are an exception, because they are agglutinated by the 
<x>rr®ponding immune ^rum. Although, according to Oraber, 
even a considerable accumulation of bacteria is without effect on 
hs&molysis, in my bactericidal experiments I met with the annoying 
fact that such large BmoxmiB of bacteria (the centrifuged fluid is 
cloudy) in themselves strongly smtihactericidal. I was able 
to ovenrome this difficulty as follows: 2.0 cc. of the corresponding 
kmctive immimne ^mm were added to the suspended agar culture 
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in order to effect agglutination; thus Metchnikoff vibrios to 
Metchnikoff immune serum, Xordhafen vibrios to Xordhafen 
immune serum, etc. The mixtures were kept at 37° C. for one hour, 
diluted to 25 cc. with salt solution (in order to dilate the serum as 
much as possible), and then centrifuged. The fluids w^ere poured 
off; the sediments consisting of agglutinated bacteria w’ere thoroughh' 
shaken, each with 2^ cc. inactive Metchnikoff immune serum and 
allowed to stand for H to 2 hours at 37° C., the mixtures being occa- 
sionally shaken. On then again centrifuging for a long time, I was 
able to pour off a clear bacterial-free fluid which was used for the 
following experiment (columns 2 to 5). 


TABLE V. 


Amoxmt of 
Culture. 


Amount of the 
Bactericidal Serum 
Mixture. 


Nunnber of Colonies on a Plate on the Addi- 
tion of Inactive Goat Serum against 
Vbrio Metchnikoff. 


Previously Treated with Dead 
and Agglutinated 


nrW cc. of a 0.1 cc. actixe guinea- [1.0 
one-day botdl- pig serum plus 0 .01 0.5 

Ion culture of cc. inactive goat J 


Ion culture of 
vibrio Metch- 
nikoff 


immune serum | 

against vibrio 0.1 10-20 

Metchnikoff [0.(>5 0 


many many 
thou'd thou^d 100 

10-20 10-20 0 
0 0 0 


Control I, Tiftnr bouillon culture +2 cc. 0.85% salt solutioii=oo . 

II. 0.1 ce. active guinea-pig serum 4-0.01 cc. inactive goat immune 
serum against vibrio Metchnikoff +TdW cc. bouillon culture =0. 
III. Sterility of all the sera=0. 


This experiment shows that by previously adding dead bacteria 
■of the corresponding species and then using the centrifuged serum, 
it is possible to remove the property by means of which an irnmnne 
serum when in excess can exert a complement-deflecting action. 
This absorption, however, did not succeed with three other species 
of bacteria. Hence we can conclude that the deflecting agent of 
the immune serum is a substance produced by immunization and 
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related to the complement on the one hand (complement deflection 1) 
and to tile corresponding bacterium on the other (specific absorption). 
It is therefore an amboceptor in Ehrlich’s sense, and not an anti- 

alexin in that of Gruber. 

The results of my experiments may be summarized as follows: 

( 1 ) By comparing two bactericidal immune sera both possessing 
a strong agglutinating property, while, in certain combinations, only 
one manifested the phenomenon of deflection of complement, the 
objection w^as controverted that this deflection is due to the mechanical 
action of agglutination. 

(2) It was possible to show in several different ways that the 
deflection of complement is not caused by a constituent of normal 
serum. 

( 3 ) It was directly proven that the deflecting agent of the immune 
serum is the specific amboceptor (immune body) produced by 
immunization. 

From this it follows that the amboceptor merely plays the role 
of a coupling element between bacteria and complement and that 
the property of " sensitizing (Bordet) or of preparing’^ (Gruber) 
cannot be ascribed to it. The latter assumptions seem to be irrecon- 
cilable with the phenomenon of deflection of complements described 
by and T^echsberg. 


XI. ACTIVE IMMUNITY AND OVERNEUTRALIZED 
DIPHTHERIA TOXINS.^ 

. By Dr. Jul.es Behns. 

Ints'TEA.d of following the cla^ssical method of immunizing against 
diphtheria, namely, by inoculating the toxin in gradually increasing 
doses, a number of workers have attempted to produce immunity 
by inoculating, either from the outset or during the course of the 
immunizing process, mixtures in which the toxin was partly, wholly, 
or over neutralized. It will at once he realized that these methods, 

. with which the names Babes, Pavlovsky, Arloing, Madsen, and Kretz. 
are principally associated, possess an entirely different significance. 

Under the direction of Professor Ehrlich I have tried to see whether 
active immunity could be conferred upon a given normal organism by 
the injection of increasing doses of diphtheria toxin mixed with one- 
or more times its equivalent of antitoxin. 

Babbits weighing about 2000 grams were used and these were* 
injected with mixtures composed of a toxin L and the Standard. 
Serum of the Institute. 

The constants of this poison, determined according to the clas- 
sical methods devised by Sirlich were as follows: 

(1) The amount of poison which just corresponded to an immu- 
nizing unit, i.e., the limit of no action whatever, 

Lo == O.S ec. 

(2) The amount of poison which, mixed with one immunizing* 
unit of serum, was just sufficient to kill the animal, the so-called 

dose, 

Lt = 0.45 cc. 

(3) The fatal dose for a rabbit weighing about 2000 grams, d^th. 
occurring in four days: 

This was about O.OL 

* Reprinted from Compt. rend, de la Soe. de Biologie, page 141, 
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Tm’O rabbits r*’ere inoculated intravenouslu, one with 
3 units serum 4-0.3 cc. toxin, 
a mixture neutralized about three fold ; the other with 
3 units serum 4- 0.45 cc. toxin, 

a mixture al>out doubly neutralized. 

The animals received daily increasing doses from the 5th to the 
rStli of December, 1900, at the end of which time the total amount 
of toxin they had received was 

for the one 7.5 cc. or 750 fatal dos^, 
for the other 4.27 cc. or 429 fatal doses. 

The animals show^ed no change in health and lost no weight. 

In order to allow the excess of serum introduced time to be 
eliminated, four w’eeks w^ere allowed to elapse before testing the serum 
for its antitoxic strength. 

A control rabbit tr^ted with serum alone died accidentally, but, 
as will be seen from the results of the experiment, a control was 
superfluous. 

Both rabbits were killed Jan. 24, 1901, and 1 cc. of the serum 
WBs mixed with one-quarter a Lt dose. The test animals died in 
tw^enty-fouT hours. By decreasing the quantity of toxin to one- 
eighth Lt dose, death occurred in forty eight-hours. 

From this we see that the serum of these animals certainly con- 
tains no more than one-eighth of an immunizing unit, an amount 
which at once eliminates any idea of a passive immunity. 

One must therefore conclude that the organism of a normal 
rabbit mi sensitized through previous immunizcifion is unable to break 
up the combinatiou of diphtheria toxin with antitoxin. Not a trace of 
this toxin is free at any moment, and the strangest doses of the mix- 
ture are destitute of any injurious effects. Twenty fatal doses, for 
instance, were pven at the b^inning. But we see further that these 
mixture do not cmuse even the slightest production of antitoxin. 
We mmt therefore conclude, with Arloing, that the injection of 
oveueutralized toxin is ateolutely useless for purposes of immimi- 

Th^ results do not in the least resemble those of other authors 
who have pattmUy neutralized mixtures in which toxons and 
tox€»‘Ciite are pr^^nt in a free state. So far as immunizing pow^ 
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is concerned, Madsen has found that these substances, though abso- 
lutely free from pathogenic action, are entirely equal to pure toxin. 
In these, then, toxicity and immunizing power are entirely unasso- 
ciated. These facts make Ehrlich's hypothesis very plausible, ac- 
cording to which the toxin molecule contains separate groups, hapto- 
phore " and '' toxophore.'^ The combination of the former with 
corresponding groups in the receptwe organs furnishes the condi- 
tions necessary and sufficient for the production of antitoxin^ by 
these organs. 


Translatob^s Xote. — Park and Atkinson, report quite different results in a 
similar set of experiments. By treating horses with toxin neutralized threefold 
(for guinea-pigs), they produced a considerable amount of antitoxin. Even when 
the toxin was neutralized sixfold there was a slight production of antitoxin. 
See Proceedings of the New York Pathological Society, 1903- 


Xri. IS IT POSSIBLE BY INJECTIITG AGGLUTINATED 
TYPHOID BACILLI TO C.LUSE THE PRODUCTION 
OP AN AGGLUTININ?! 

By Prof. M. Neisser, Member of the Institute, and Dr. R. Lubowsxi, formerly 
Assistant in the Bacteriological Division. 

Especi.vlly important for Ehrlich’s conception of the chemical 
union of toxin and antitoxin are the experiments in which immu- 
nization of animals was attempted with neutral, and therefore non.- 
poisonous, toxin-antitoxin mixtures. Such experiments, inaiiga- 
rated.by Babes ^ were recently published by I^etz/ among others. 
At first it appeared to this author that he could reaJly immunize 
with such neutral mixtures, but exact reexamination convinced him 
of thecontnir\\ Jules Reims ^ also was unable to obtain any results 
with neutralized toxin-antitoxin mixtures. All of these experi- 
ments showed that Ehrlich’s conception, that of a chemical union 
of toxin and antitoxin, most readily sufficed to explain the facts. 

In immunization with cellular wnteriol the circumstances are 
far more complex, von Rungem^ therefore first attempted to 
rule out the immunizing action of the injected cells (erythrocytes) 
by simultaneously injecting the corresponding immune serum obtained 
elsew^here. This mixture, therefore, was neutral^ and caused no 
immunity reaction. Our colleague, Dr. Sachs, has continued these 
researches at the suggestion of Professor Shield, and will report 
thereon the following article. 

In direct contrast to t. Dungem^s experiments are the results 


* Repiat from the CentralMatt f. Bacterialogie Parasiteakiiride imd Infec- 
tioos Kranfcheten, Vol. XXX, 1901, Xo. 13. 

* R. Kmtm, Ueber dk B^ieliungm von Tojsin und Antitoxii, Zdtschr. f. 
Hdlfcjwfe, 1^1, Ho. 4. 

* 143 et seq. 

* 36- seq. 
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obtained by Jules Rehns ^ by the injection of agglutinated tjT^hoid 
bacilli. He found that it was immaterial, so far as effect was con- 
cerned, whether he injected the typhoid bacilli agglutinated or not 
agglutinated. An entirely similar experiment has also been pub- 
lished by Nicolle and Tr^nell.^ 

Having previously and independently of Rehns busied ourselves 
with this question, and having seen that it is attended with con- 
siderable experimental difficulties, w’e again took up the problem 
on the publication of Rehns’ article, especially because of the theo- 
retical importance of the subject.' Furthermore, our previous exp>eri- 
ences had given us the impression that Rehns’ results were not gen- 
erally applicable. 

The technique of our experiments was as follows: The typhoid 
culture employed was an old laboratory culture especially adapted 
to agglutination experiments. Of this, one-da}^ agar cultures, sus- 
pended in physiological salt solution and killed hy exposure for one 
hour to 60°~70° C., were used for the injections. 

The preparation of the agglutinated typhoid hacilli w’as most 
carefully attended to, it being deemed especially important to fully 
satisfy the bacilli with the agglutinin. The agglutinin was a highly 
active typhoid agglutinin derived from a horse, and agglutinated 
even in dilutions of 1: 50,000; only in the last experiments was a 
weaker serum used. The agglutinin was added to the bacteria in 
such amounts that about 500-1000 times the amount calculated 
to be necessary was used. In order to effect as firm a union as pos- 
sible between bacilli and agglutinin the latter was allowed to act 
on the baeilh for one hour at 42^-44® C., during which time the tubes 
were shaken every ten minutes (at times with glass beads) in order 
to loosen the larger clumps and secure the penetration of the agglutinin 
to the central portions of the clumps. And in order to be on the 
safe side, we centrifuged the bacteria from the first mixture and 
repeated the saturating process in the same manner. After the • 
second saturation the mixture was again centrifuged, filled up with 
salt solution, again centrifuged, and then washed several times. 
The various decantations were saved and tested for the presence 
of agglutinin; the last washings had to be free from agglutinin. 

Concerning the amount of injected bacilli in conformity to our 


^ J. Rehns, Compt. read, de la Soc. de Biol, 1900, page 1058. 
*NicoIlo et Tr^neH, Compt. rend, de la Soe. de Biol., 1900, page 1088. 
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previous experience we took two agar cultures to be the normal 
measure for one rabbit. Since small amounts of bacilli were lost 
through the centrifuging, we often employed somewhat larger amounts 
for tlie injection of the agglutinated bacilli; while, on the other 
hand, the cx>ntrol animals frequently purposely received less than 
two agar cultures. This was done to meet the objection that the 
animals injected with agglutinated bacilli had received fewer bacilli 
than the control animals. But just in these control animals which 
therefore received different amounts it was seen that a strict paral- 
lelism between the amount of bacilli injected and the agglutinating 
value produced thereby does not exist. Many animals with smaller 
doses exhibited higher agglutinin values than other animals with 
larger doses, as is seen by the following table I. 


TABLE 1. 


Xuunber of the 
Aaimat. 

Aprlutinating 
Value of the 
Seniim Prev-ious 
to Injection. 

Amount Injected. 


119 

0 

mass culture subcutan. 

1 : 160 

118 

1:40 

1 “ 

! 1 : 1280 

117 

1:40 

- H t{ t i 

rv 

1:320 

159 

0 

agar culture 

1 : 1280 

160 

1:40 

A " “ +f “ " 

1 : 1280 

162 

0 

A - « +j ■< " 

1:2560 


The injection w’as usually subcutaneous, a few times intraperi- 
toneal. The blood Tvas abstracted from the ear vein. 

Testing the agglutinating value of the serum was accomplished, 
according to a method long in use in the bacteriological division, a-s 
follows: 

The serum dilutions (in 0.85% salt solution) were usually 
^/so, Vi« 0 j etc.; finer gradations were not employed, as they 
are of no vgdue in measuring the agglutination. The culture used 
was a living 20-hour agar culture which was suspended in 10 ec. 
of bouillon. To each serum dilution, whose volume was 1 cc., the 
ame amoimt of bacilli was added (1 cc. bouillon culture), so thart 
the total volume of each specimen was 2 cc. Each specimen was 
then loured Into a little Petri dish and placed into the thermostab 
for two houra. Thereupon the specimens were examined with the 
low pow^ of the dry objectives. In this way the occurrence of 
or snmiler clumps, is very distinctly seen. In the pretocofe 
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only complete agglutination’^ and the positively distinct agglu- 
tination are regarded as positive; everything at all doubtful is 
regarded as not agglutinated. 

The first question was on which day following the injection the 
maximum agglutinating value was to be expected in the serum of 
the animals. Table II gives a r4sum6 of eight animals injected with 
dead typhoid bacilli and examined at different times. 


TABLE II. 


Num- 
ber of 
the 
Ani- 
maJ.. 

Aggluti- 
nating 
Value of 
the 
Seruiu 
Previous 
to the 
Injection 

Injected Amount. 

Agglutinating Value on the 

Sth Day 

7th Day 

9th. 10th, 
or 

nth Day 

14th Day 

15tli Day 

117 

1:40 

fW mass culture subcut. 


1:80 


1:320 


118 

1:40 

1 a a 


1 :320 


1:1280 


119 

0 



1:80 


1:160 


134 

1:160 

2 aear cultures 

1:320 


1.640 



132 

0 

i ‘‘ 

1:640 


1:640 



110 

? 

mass culture 4- \ 

1:640 


1:320 


1:160 



J agar culture f 






109 


mass culture 4- 1 

4 agar culture f 

1:2560 


1:1280 


1:3'>0 

108 


mass culture -f- ) 

i agar culture j 

1:1280 


1:640 

] 

l:6i0 


Four of these animals exhibited a lower value on the 7th (or on 
tie 5th) day than on the 14th (or on the 10th) day. The other four 
animals showed a decrease or no change at all in their agglutinating 
values on the 5th, 9th, and 14th (or 5th and 19th) days. Hence 
if on the 7th day we examined, as we actually did, the animals which 
had been injected only with dead typhoid bacilli, we were not sure 
that we should strike the maximum agglutinating value. That 
we chose this time nevertheless is explained by the fact that this simpli- 
fied the investigations, and by the further consideration that we 
did not need the highest possible values in these control animals. 

The animals, however, in which we were compelled to strike the 
maximum value are seen by reference to Table III to have behaved 
differently. Of 15 animals which had been injected with dead, 
agglutinated typhoid bacilli, there were only 3 which still showed 
a slight increase of agglutinating value from the 7th to the 14th 
(or 5th-9th) day. We were therefore justified in withdrawing the 


ir>() 
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hlooil for examination of all the unimaLH on the 7th (hiy after the 
last ijijoction. 

I TABI.K in. 







*iri 











nf tllB 









Am mill. 


ftlh lljiv 

7ih lJa.V 

IHli hay 

1 lilt hay 

irifit hay 

Msli hav 


Ill 




1 :m 




1 ; mi 


llA 

1 



1 :K0 




t ; MS) 


in 



1 :m 


I : 




1 :«l 

im 

.2 




I : MSI 





UH 



I 


im 




1 : Mil 

urn 

It 



i 

l : I«MI 




i 

VM 

4 J j 


0 



II 




IHl 




Cl 



II 



1H2 

£ '0 



1 : m 




1 ; III 


112 



1 : im 


1 : IIMI 




1 :I0I 

III! 




Cl 




fl 


i:ii 

S3 ** 

SS 


0 



II 




m 



0 



II 




im 

1 



iim 





ri 

urn 


i 

i 

1 : Illf) 


I:W 



i 

1 ; W 


It may further lx* inentioncxi that exiiminatiom* were alxo ntade 
on the 2I)th and IMMh day <»fh*r the injeeiittn, in whieh however a, 
dccreane of the agglutinating value waa uxunUy found. 

InvtmtigatiotiH alxo xhowed that injeetimw of {ihyxiologtea! mil 
solution in lx»uill<m eauxed no variation in the nomiai at^hitinating 
values. 

A further (|u««tion wa« whether anti to wftal flegnx* the wnjm 
of nomml untreate<l rahbita agglutinating }»rojx*rliex on 

typhoid baeiiii. Out of 17 rabbita whieh were esnniine<l for I hie foir* 
p<MN 10 showed no a^iutination in dilutiona of 1 :2fh i»iw* wnim 
aittilutinated in the dilution 1 ;20, but rw* higlaT. •'I tuljers in 1 ; Wl, 
but no higher, and only one a^utinatixi even In a dilution of I : Iffl. 
(.See, Table IV.) 

It is therefore a rare exception for normal rabl»it wrunt to »iill 
manifest agglutinating power* on typhoid Imeiili in a higher dilution 
than 1:40. It should be remarked that in the alx»ve isldr* “tJ” 
has tdway* then Imn put down when the ai^iutinatlng value of the 
Berum in a dilution of 1 :20->0; fca* the examinatiotw lagan with th» 
dilution. 
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TABLE IV. 

Agglutinating Values of Normal Rabbit Serum. 


Number of the 


Dilution of the Serum. 


Animal. 

1 : 20. 

1 : 40. 

1:80. 

1:160. 

1;320. 

133 

0 ' 

0 

0 

0 

0 

132 

0 

0 

0 

0 

0 

136 

0 

0 

0 

0 

0 

164 

0 1 

0 

0 

0 

0 

181 

0 

0 

0 

0 

0 

163 

0 

0 

0 

0 

0 

166 

0 

0 

0 

0 

0 

165 

0 

0 

0 

0 

0 

159 

0 

0 

0 

0 

0 

162 

0 

0 

0 

0 

0 

161 

+ 

0 

0 

0 

0 

114 

4- 

4* 

0 

0 

0 

160 

+ 

4- 

0 

0 

0 

182 

4- 

4- 

0 

0 

0 

117 

4- 

4- 

0 

0 

0 

118 

4- 

4- 

0 

0 

0 

134 

+ 

4- 

4- 

4* 

0 


We now come to the experiments proper. In the first of these 
(Table V) a series of rabbits was injected with agglutinated typhoid 
bacilli, while a control series was injected with the same or smaller 
amounts of non-agglutinated bacilli. This comparison shows a far 
higher agglutinating value of the serum of the control animals than 
that of the other animals. 


TABLE V. 


Num- 
ber of 
the 

Animal. 

Agglu- 
tinatinjar 
Value 
of the 
Serum 
previ- 
ous to 
the In- 
jection. 


Injection of 

Maximum 

Aggluti- 

nating 

Value. 

Average. 

1 

1 

Ill 

? 


73 

^ mass culture 4- J agar culture 

1:160 



112 

? ' 



ditto 

1:160 



103 

? 


.3 ‘o 

ditto 

1:160 


1:147 

104 

? 


13 aaS 

ditto 

1:80 



105 

? 



ditto 

1:160 



106 

’ ? 

J 

■< 

ditto 

1:160 



108 

? 

1 

1 


ditto 

1:1280 

1 


109 

? 

1 

1 

L ^ ^3 43 y rs 
r o ^ 43 s 

ditto 

1:2560 

1 

k:1493 

110 

? 

J 

be <xi d rA 

^ mass culture 4- i agar culture 

1:640 

J 
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The next question was whether rabbits really react at all to 
injections of agglutinated typhoid bacilli; in other words, whether 
the normal agglutinating value possibly present is at all increased 
by injections of agglutinated typhoid bacilli. The result was sur- 
prising, as is seen in Table VI. For while in four animals no increase 
occurred, in two others there was a very slight increase, and in four 
more the increase, though distinct, was insignificant in comparison 
with that in six animals injected with non-agglutinated typhoid. 


Number 
of the 
Animal. 

Agglu- 
tinating 
Value of 
the Serum 
previous 
to the 
Injection. 

132 

0 

181 

0 

116 

0 

182 

1:40 

164 

0 

163 

0 

166 

0 

Ilf) 

0 

161 

1:20 

114 

1:40 

165 

0 

159 

0 

162 

0 

119 

0 

136 

0 

160 

1:40 


TABLE VI. 


Injection of 


2 agar cultures (intraperito- 
neally) 

2 agar cultures 
■J mass culture 
ditto 

J mass culture agar culture 
ditto 
ditto 

J mass culture 

I mass culture -1- § agar culture 
I mass culture 

wV mass culture + ^ agar culture 
i - - +i 


¥ 

1 agar culture 

•x^0- mass culture -ff agar culture 


Maximum 

Agglu- 

tinating 

Value Average, 
after 
the 

Injection. 


1:540 

1:1280 

1:2560 

1:160 

1:540 

1:1280 


h 1:1093 


Note. — 1 mass culture equals about 12 agar cultures. 

With this the main portion of the question had been answered; 
for these experiments already showed that the injection of agglutinated 
typhoid bacilli exerts an action which quantitatively is different 
from that following the injection of non-agglutinated bacilli. Never- 
theless even the agglutinated bacilli, although their injection is 
often wholly without effect, in many cases still exert a stimulus on 
the formation of agglutinins even though in a slight degree. This 
is due to individual peculiarities of the animals employed, and these 
we have not thus far been able to recognize in advance. The natural 
assumption that animals which already normally possess agglutinins 
react more readily to the injection of agglutinated typhoid bacilli 
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than cli> tknM* wliirli fiii iimI iiftrnmUy pommn agglutiniriH hm not 
hroii fnr nut nf iiiiiiiiiilH (Tatilo VI) in whcmc» Hrrum no 

ivfiiinitl iiKgliitiiiiii r«»iilfl \m »lninoiii4trati*(l previonn to tri*atiiinnt , 
tlirriniid fp»t rviivt to tin* injortioii of ai^ii^lntimitiHl typlnnd lan’illi, two 
rniifincl fn«’t»iy iind vory «li?^tinotly. On thconhor hand, can of tfim* 
iiriiiiialH ill tt'hi*’h. prmioio to a fypluhd unii^lntinhi ronid 

Ir ilrttmuM ml rtL I roartrfi dr^linrtly to tlin inji*c*thni of agi^lut inntnd 
liiirilli mid oiio tint, iii idl. 

Amiflirr wm, that in tho mitnmk whirli find rotrtnil 

lint fi’idiii' or liof nt nl!. nn ifi<Toa.Mf* of tho ,*«niHitiv«‘n(*MH ngaini^t lotgln* 
tiniif«*d hiirilli ronld In* hroindit iihont nrtifirinlly hy rn|ii‘af«*d injot*- 
liofi/4 fif iiggliitifiiilr*! Imrilli. l'hi,H litno not horn ronlinnrd, 
TliiiH tlirrr 'dfahlr \H i rriM’lrd to tin* m*rond injrrfion of nmdtt'" 

lifiatri! hiirilli ii-h !iii!r m thry did to tlir lifvl, on«* miininl rriu’trd. 

frrhly. ii.H it find dooi* pr**vioii.^Iy, mid only t u^o aninialH (Xo,>^. 15 I mnl 
h’i'll, whirls liitd hiii«*d to rriri. tut fir hi>f injrrthfim rrjnird dtatini'fiy 
to i!m* maisifi. Till* pri»Um*U of llir,N» hro Iw'tonriifnnl:^, howrvrr, poini 
iHil 11 jii.»riiliiirily., on iho lirMi orrirdoii thr>4r unnnal.H wm* ifijiTtial 
inlriijrt*riiiiiirally arid it m iioird tlnit at tJiiH litni* Utr itilititinr waa 
prirksMi. Tlir firHl Slijriiitiri may thiTrforr ha%*r inoMtly gnnr itifo 
tisr I.Kiwrl liiifl Ml imulurr-tl no rf'lVin. *rh</ M*t*ond nijriijon wotshi 
thru fiiivr rriilly \mni Ihr only rffmivf* onia I'hrfir two rim« 
not tlirrrfon* \w %m*%l i«i provr thni hy nm%m tif ii |#rrvioii.?i irijt*iiio« 
of ii;gicititiiiiiti*d lm:ri!li iili iirlifsriii.! inmwr of thr iigniiwt 

14 ifijrrlinrs of mcglilliliitirfl lirwtlli run la* rfTrrtril, Hsi* 

jinnioiiN iiy#*rtiiiii of amhttimimt l.ifirilli, liowa*v«*r, in no wiiy influrrtrrH 
tlir mnimt noii-“ii.iri|Iiitiiiiif,rd hnrilli* iih k filiowri hy 

till* four rofitrol mmm%k cTiililr VII), 

Fiiirilly w-t*rr iisiifir rt^oirding hIiII iirioths^r moini|f» 

fiois. It Wii^4 rotirriviihir tJnil. tisi* pfrvioiw Slijrrtion of a rrrtnili 
iifiioiirit of liiiriili %%'osskHmvr Kiiflirrd fo iiriiig iihoiit 

It umilmi n Niitwc|iif*rit ifiomlntioii with iiggliifirinfrat 

hfirilli, tmf^nmptum iiho han iirtf, lii»rri tairrif! oist. Miif. of 

iMsiiriiik CTiilih* \ I III whirh, iiftrr n jirrviou-M iiijia’tion of liciii-iiiinliiii- 
iiiiti^fi lyplifiith rwdvrd mi inji^rison of iiMKlnfstniird tyjilioid, I wo 
F-fiowri! u inrrnii'r ttwl fliw no irirrriiwr in iiigliiliniiting vnliir. 

If folioWH froffi ftl! t}|<w r*xfw*rifrirfif#i tliiit tlioro m ii flkliiirt ilik 
frrriirr* thr mpH*tmn of MgghitkmkHl find of iiriiwigicititirifitc*fl 

tyfihoitl liiirilli. Tiif* ifiJ**rtioii of isrm-agidntiriiifrd lyfitioid linrilli 
i« iilw'iiys follniwl hy nri iiirnwr of thr jioi%‘rr. 
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increase is usually very great and only rarely slight. The injection 
of agglutinated typhoid bacilli, provided that attention is paid to a 
sufficient saturation with agglutinin, is frequently followed by no 
reaction, often by a slight reaction, and rarely by a marked increase 
of the agglutinating value. This reacting power depends on the 
individuality of the animal and stands in no relation to the original 
agglutinating value, nor can it be influenced artifically. Furthermore, 
as we learned from a special experiment, it is immaterial whether 
the immune serum used to agglutinate the typhoid bacilli is derived 
from the same or from another animal species. 

The explanation of these facts is not difficult provided one pro- 
ceeds on Ehrlich^s theory. According to this the agglutinin consists 
of thrust-off cell-receptors. As a result of their seizure by the 
bacterial receptors they have been produced in excess and give 
off to the circulation. They, therefore, possess a definite relation 
to the corresponding bacterial receptors. Hence when we fully 
saturate typhoid bacilli with agglutinin, we cause the bacterial 
receptors to be occupied, and are then as little able to cause a reaction 
with these bacteria as we are to cut with a sword in its scabbard. 

If then, in spite of this, certain animals react to such ^hiccupied'^ 
typhoid bacilli, we shall have to assume that these animals possess 
the power to dissolve the combination of agglutinin and bacterial 
receptor and thus set the latter free. 

This action, however, never proceeds to the full extent. 

Incomparably more important, and, as it appears to us, explicable 
onl}^ with the aid of Ehrlich's chemical views, is the main phenomenon, 
that in many animals no reaction whatever follows the inoculation of 
agglutinated typhoid bacilli; that therefore in many cases it is 
possible to dispose of the bacterial group giving rise to the agglutinin, 
by causing this group to be occupied by the corresponding agglutinin. 

Subsequent Note. 

K. Pfeiffer and Friedberger/ through recent experiments on cholera vibrios 
and cholera amboceptors, have obtained results which are in gratifying accord 
with those obtained by v. Dungem, M. Neisser and Lubowski, and Sachs,* 
In earlier experiments R. Pfeiffer * had found that the bacterial substance 
dissolved in the peritoneum through the influence of the cholera immune serum 



’ R. Pfeiffer u. Friedberger, Berl. klin. Wochenschr., 1902, No. 25. 

* See the following article. 

* R. Pfeiffer, Deutsche med. Wochenschr., 1901, Nos. 50-51. 
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usually still excited an extraordinarily strong immunity reaction, a phenomenon 
seemingly in contradiction to Ehrlich's theory. Further experiments, however, 
showed that when very high doses of an active cholera goat serum were em- 
ployed, the immunizing action was almost entirely lost. Of especial importance 
for future methodical investigations of this kind is the fact determined by these 
authors, that a real saturation of the receptors of the cholera vibrios requires 
a surprisingly high multiple of the amount of immune serum sufficient to dis- 
solve the same amount of cholera vibrios. 7500 times this amount does not 
yet satisfy all the affinities and it requires enormous doses, up to 3-4 million 
times, to completely saturate all the receptors. 


XIII. IMMUNIZING EXPERIMENTS WITH ERYTHRO- 
CYTES LADEN WITH IMMUNE BODY.i 


By Dr. Hans Sachs, Assistant at the Institute. 

The interesting experiments of v. Dungern^ have furnished 
further proof that the same group (receptor) of the blood-cells which 
in haemolysis combines with the specific immune body causes the 
production of this immune body within the organism, v. Dungern 
injected rabbits with ox blood to which a plentiful amount of an 
immune body (obtained from rabbits by immunizing with ox blood) 
had been added, and found, as was to be expected, on the basis of 
the side-chain theory, that animals so treated failed to produce 
any immune body whatever. 

The results of the investigations of M. Neisser and Liibowski^ 
show that the complete inactivity of such saturated receptors — 
agglutinated typhoid bacilli — in the animal body is not at all a general 
rule, but that, on the contrary, a moderate development of the 
immunity reaction occurs even with such mixtures and that this 
depends on certain individual differences. Hence at the suggestion 
of Prof. Ehrlich I have extended the experiments of v. Dungern 
and undertaken blood-immunization experiments on a largo series 
of animals. The results obtained lead to certain modifications of 
von Dungern 's conclusions. 

The method of these experiments must be guided by two prin- 
ciples. To begin, it is important that the receptors of the injected 
blood are really saturated, for even a very slight free residue might 
effect an imnlunity reaction in the animal body. And yet it is es- 
sential to remove any possible excess of immune body, because this 


' Reprint from the Centralblatt fiir Bacteriologie, Parasitenkunde und In- 
fection Krankheiten, Vol. XXX, 1901, No. 13. 

2 V. Dungern, Muench. med. Wochenschr., 1900, No. 20. See also page 56. 
® See the preceding article, page 146. 
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could passively reappear in the serum of the injected animal and so 
simulate an active new formation of immune body. In accordance 
with this the experiments were made as follows : Ox blood was treated 
with an excess of inactive serum from a rabbit which had been im- 
munized with ox blood, the mixture digested at 37-40° C. for half 
an hour and then centrifuged. The decanted fluid was then tested 
for its content of immune body. Only when this test proved posi- 
tive, and it could therefore be assumed that all receptors had been 
saturated, was the blood so treated employed for injections. But 
it was previously repeatedly washed with physiological salt solution 
in order to remove all free immune body. Finally the centrifuged 
sediment was made up to its original volume. The course of such an 
experiment is illustrated in the following: 

100 cc. ox blood are mixed with 25 cc. inactive immune serum 
of a rabbit which has been immunized with ox blood. Of this im- 
mune serum, 0.0025 cc. suffice, when complement is added, to just 
completely dissolve 1 cc. 5 % ox blood; the amount employed, there- 
fore, represents five times the amount necessary to dissolve the 
100 cc. ox blood. After the mixture has remained in the thermostat 
for half an hour it is filled up to 300 cc. with 0.85% salt solution and 
centrifuged. The first decantation is tested by adding it in decreas- 
ing quantities to 1 cc. 5% ox blood plus 0.4 cc. normal rabbit serum 
(as complement). 

The following results are obtained : 

1st. Decantation: 1.5 cc. complete hsemolysis. 

1.0 cc. almost complete haemolysis. 

0.5 cc. 

0.25 strong hsemolysis. 

0.1 no 

From this it must be concluded that the blood-cell receptors are 
incapable of further absorption; in other words, that they have been 
saturated. 

The second decantation tested in this same manner yields the 
folloydng result : 

2d. Decantation : 3.0 cc. strong. 

2.0 moderate. 

1.0 little. 

0.5 trace. 

It therefore contains only very little immune body. 
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The blood is once more washed and centrifuged and then filled up 
to 100 cc. The blood-cells thus saturated with immune body are in- 
jected in rabbits intraperitoneally, each animal receiving 25 cc. of 
the mixture. 

At the same time control animals are injected with the same 
amounts of normal ox blood. 

Usually on the tenth day after the injection, as this had shown 
itself the most favorable time, serum was withdrawn, inactivated and 
tested for its content of immune body by adding it in decreasing 
quantities to 1 cc. 5% ox blood plus sufficient complement. Either 
rabbit serum, 0.4-0.5 cc., or guinea-pig serum, 0.1-0.15 cc., served 
as complement, for these are equally well adapted for this purpose. 
The results of the experiments are as follows: 

Out of eight rabbits injected intraperitoneally with ox blood 
saturated with immune body, onZy three corresponded to the requirements 
'which follow from von Dungem^s results. Their serum, tested exactly 
like the immune body, failed even in amounts of 1.0 cc. to produce 
a trace of haemolysis, whereas when the serum of the corresponding 
control aninaals was tested, 0.025 and 0.05 cc. respectively sufficed 
to effect complete haemolysis. 

These results are approached very closely by the serum of a 
fourth animal. The haemolytic action of this serum compared to 
that of the serum of the corresponding control animal was 1:<135, 
i.e., was exceedingly slight. The remaining four rabbits had pro- 
duced an immune body in greater or less amounts, though this amount 
was always far less than that produced by the corresponding control 
animals. When the absence of a zone of marked complete solution 
rendered it impossible to make an exact determination, the compari- 
son of the immune body values of the sera in parallel tests was accom- 
plished by comparison of tubes whose colors corresponded. The 
amount of immune body possessed by these animals compared to that 
of the corresponding control animals was as follows : 

(1) 1:5; (2) 1:7; (3) 1:10; (4) 1:10. 

I have supplemented these experiments with a smaller series of 
experiments made with intravenous injections. In these, of course, 
very much smaller amounts of blood were used for injection because 
when the blood-cells loaded with immune body are injected directly into 
the circulation, they suffer hsemolysis through the action of the com- 


IMMI NIXINC! KXPKltlMENTH WITH EltYTHltniWU-H lOI 


plctn(!nt pnsjTtt in thf mtiuu, catiMUiX ffcrioiM rt-mjitoiii. (»r, uith luri'i-r 
of biiKMl, f:ifjil nsMilti. 'I’liw ai'«‘oril« with iIk- itlioixuiiotui 
olwrv«-(l Ify Hi'liiw ‘ wiii-ii lio rHfiljitM wliirh h.'ui hci*n imtuii- 

iiizol with os hiiK«i, iolravciiou.-'ly with iioriiml os hi(io«i. I Jitiy two of 
till* luiimiih I oiiiiiloycii, iiuinoly ihoM* iiiji*i*l(i| witii 7 S re, hlood. ri* 
nminiiiniivi* .>.ulfifii*iitly Imiu. In oih- of tlnw only tnii-ow of inmiiino 
lK«iy won* fomiil in tin* HiTiim, whiT«*u j ihi* Konim of tin* olhi i luiininl 
offiTtfil rornjtiiU* Miiiilioii in iIono-i of (t,(»o n-. |n the mtiiih of a 
I'oiitro! nniinaJ tin* limit of rotnjiloto Milulion wjui tl.Ol n*. Tlii^its 
fi*w fxjif*rinii*n!,'4 confinii tin* roHiiliM olitninoii witli intrnpi ritonoul 
inject ions, thnl mttumfrd mlh immiuu’ IhhIi/ htiir uni In/ ami 

nminmihmifK Imt th jHn,; rto txtuh' a n rtnm thijra „f tmmuiiili/ rmrluin 
in the arriitnimi. 

Our thorefore, whow that in half of the aniiimiH. in {.on- 

foniiity with the moilfs oliluined hy von Itiiiittern. tiie jh.wi-i of tin* 
hliKKj to caiw* an iniinnnity mutim, i^ lost, ouim? to the hlockiny of 
that particular Kmu| I in the hloml cell which nnilci with the iinmune 
iKxly. In the retnaiiiina caM*«. i,owcver, Hic fipciij,,. ininiiinc l««jv 
wan iirtHlnmi, thouKh ahvay** in «ieci.!e<||y !e;« ainonnl, -incc only 
a fifth to a tenifi part of the iunonnt ti))|H'iiref{ timt wa*. itrotlncisl hy 
tint contml aiiiiniil». Tfiw apiMirently nnfavoratile jiorlion of liie es- 
IK-rimentahowis at leiiat that mlumlmn nuth immune lunh, exerh a murk, 4 
rixtrirtinfi inftwnrr, rhi<««! results aitrif. with IhiNo olitaimHl liy 
Neissermiil LnlK»w«ki with inieetioiw of n«Khilinaft*«i ly|»hoiil Imeilli. 

I’urthertnorc, like Xei».H«<r aiiil i.tiiMnvski, in an itniituil which had 
not reacleil to flie injection of waluratisl hlmaj, foiintl nfn.i- 
tion of Hie Huiie ainoutit of normal hltHHl that an imnintie laidy of 
con-siilenihle fiower hwl i|eve|oi»is| in the ceruin. The ron)|.Iele 
ho! vent lioo* for 1 ec. /♦' ; m hlooii anM»iirit«-«| loO.tjit.'', M-rntn 'fhe,e 
last l•s^»erinleItl». whieh have ben done on ;i much iaryer jejil,. I,v 
Neijwernnd f,ul*ow»iki on typhoid hacilli, inihe,.|fe that the hotun- of 
aritibniicM to form in not dtie to piwihle individual in the 

rmetim/ mfmni,, of the orEaiiism. < ■onsideriuE the uniform ap}«-fir. 
ance of immnm* bah- in ralihifa treaf#-.! with os hloml »m h an » iuiiiit- 
tion would liave laekeil nil prohattiiily. 

I hat iiortioti of the e,xja*rjtnent*. in whieh the injeetion of •.aturated 
hiood-celh was lioriH* hy the aiiimab without jmahieinE niiv reaeiion. 
tan Ik rn/tml,tl, m hiw hum done hy von I >nti«ern. m a mm/ih te d, 

• IMim, rfiffip ritiicl fill la Hm* hhl, Sm. Pi. 
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slratum that the groujm (xciting the prodmimn of immuniiJi nrr miunlig 
the same as thmr which in haemal gsm anehar the immunt Wt* 

havci h<nv(‘V(T, that thc*rc* in not alway.*^ im f4 rri'i<’li*iri 

and that (‘V(‘n th(* of f In* whirii in oiip 

ardmal fails to rausc a prodiirfHin of inimiini* Iwwly, iii 

another animal by a f*(Ttain lovv-Knido |irot|iirfiiiii of b'Miv. 

eauHC‘ of thr‘.s{* phonornc'na van only Im* lliat' rorliiiii iiiiiiiinb 
|K>HH(*ss the* iudicidiml <*a|>aeity iinehor tin* roro|itort ifi 

HpiU* of this Hutnrafkm, Wo <lo not know tli«» morluiiib'iii of iln* 
action. Tw<i factors in parfictilar como info ciin?^ifli»rii!ioii; m finrt 

of thii immuiK* body may porliaps bo di«>^troyiMi in tho niiiiiinl ImmIv 

tlirou^h Hficcial agencies (e>xidiition?) and thi* roco|iliirs t.liori*by 
free. It in also poasiblf*, however, wifhoiit iissmiiing ii d«*?«^lriirtiofi of 
immune InKly h» explain the jihenornonon in tJio siniso of Klirlirfi'is 
viciWH, by liHHtmiing a higher afjlniig af ilie ijmnr rtrrplmr* prrMrni ut 
tlw aninml hmltp wliich reeejifiim tlii»n wnulii tn* iibli^ In bn^iili iiji Itif* 
union of blocKl-ccdl receptom lual ininniiie firirl ilniw tlio lilfM-nl- 

ct*!! receptom imUj thetascdYi*^^ 

Whichever <if thesf* ex|>lanations m tiie mm*H ririe, riiir ex|>i'*ritiierit#i 
certainly hIiow one thing, that the dissoliitioii rtf the riw|ilor 

emnbi nation is mrer n mmptrir t*m\ *^Iorely ii jMirliriii of ftie groiiiMi 
in eoriccfrm'sl, for only by this fiiirtial rlksohitioii is l!io fuel (iletemiifiwl 
by Neiwer and Ltiliowski, as well ns by itsb to la* implftiiic^l Itiiil A 
very slight degrr*e of immunity nmetion m pritrliieefi liy llie iiijiviifiii of 
gain ratec I reei*] i tom . 

Hence even in the eas<*a riiririiiig fiii appftBmilv iififftvnratite 
eoiime, only a part always of the receptom exert llieir arlioie Tli» 
|K>rtbn lif the ex{K*rinirmta may lliereftim aliso k* in ii siije* 
pttrt the nide-ehain theory. 

* A iiifiikr iiwtimpfcloa mti«t k mail,® in ooler In etfilaiii mtimm *J 


XIV. rONTKRXTXG TIIK I-H’AI’H OF ir.KM(K;r,OBIN 
FROM Hf.OOl) CKLLS lI.\Ri)KXHI) WITH (!Ol{ROSlVK 
SlJBIiMATF.« 

fly llAKf4 iit fli^ 

Thk foliowiriK uniily wax uiiticrtaki'ii on n-HiIiiiK tlx* ri-xultM of 
invfwtiKatiun.x rarriixl «m l»y oti the n’.li- ,,{ llu- itiiniiinc 

IhmIv (amiKK'r-|»fiir) in lucriifdyfiw. Tlir jx-njliarity «if hw vitv iniiT- 
«ting a *}i«r«tHKh ^.fiulv nf (In* f/irftirx 

The fttetn then* l»rr>M«:ht .mi have laeii .'..nhnneil l,y tm. hut (he 
m»uU« of mir atmly ftave !e.l »i.x t.. ri-gar.! faelM in an enlirely 

difTernint light, Ai< a nwiilt «»f tiuiiier(»ttM ♦•arliet' esjwrienrert with 
peiwin, panereatin and jiapain wv run eonfinii ih.- i.i.!4«rvat).»n that 
nomud aa wdl iw miaitixed n*.! hlia«l-.ei n« (i e. < i>IIh Ina.leil with 
immune body) cannot la- iittackecl hy digi-Hiive fertrienta,'* With 
digeHtive espcrimeitla with {tepahi and jmiii-nutin. to ia- «uri-, the 
.lifliculty exiala that the amoiinta of 11(1 ami alkali rt?.jM>.-tively which 
repreaentu th« optimum of actittii, are in tht-nwelvi« not indilTcretit 
for the hlofHl-cejb. With thewe fcrmenla cm.! ia tliereforH far.'Hl to 
work under relatively tinfavoraiih! conditiona. 

MjitthcM killeti the htood-eella hy nteiina of Ifiiyein'M aohitton 
(whi.h, ax w well-known, eontairw i% rnerenrie \-ltlori.ie) and 
found thtl hltttHl-nllM m> Irmltd mrr rnutHtf dinimtwd Inf mmm o/ nrtm 
pnnrmiM fluid. 'Him- hhanl-eelht, whieh nr«- no longer hiw- 

eeplilde to the dwtruc’live iietioii even .>f dmtilhd water, are di-wolvixl 
by the apeeifie hu-iiiolyiie aenim and . t-fo % tfuir imn jinmrnl mrnm. 

^ llpfirifil friiiii I II#* nml Weirlwrifirhr , IfKri, Kn, /i, 

Knimrimtmmllmr ik^iumg rrn^fi ilttr Mmnii4i 

mml |, 

• Memmimg m mMwm. of l>r. Mr^nrurfit.li. lliti ItiiffnwiJiig iniit*. 

liniil fitfiritfit, erwfmlfi, (ImmriM hy mml hy him k$mlly pimmi m, ma 

li mlm ocit able in mUmM 


im 
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w 


im 

Althou^li wo ran ontin‘ly ofnifirni tlioHc* stnf oniriif w'l* rrifiiifit 
Mutihc^H’ vi(*w, aoc’ording to which tlio 

C(?lLs hy parH'rcatin is coricfivc*^! as a di^jo^lirai, llio liiiyoin 
acting sotnc‘what likt* an iinniuno hcw!3\ llio strikiiif! hict flijif 
tl'H* fixed hlo<Ml-eells dissolve even in their m\ti seriiiii 
(o us rattier to he the* r(*sult of the tmain flit* rnr'rrtirie' 

(whi{‘h adhennl to the hlood-eells and preverilHl fids sfi!iition,i 
th(‘ idhuinin of tin* seniin. 11i(* (*xperinieiits iiiiide in dire'e« 

tioti at iIh' suggest ion of !*rof. hlhrlieh have i‘oriij ilel.ely 
tills view. 

Following the |irfM*c‘<liir(* of Matthias. I eiii|i!oyf»*l nililiit hlniifi 
wliic'fi, frec*i'l from s(*rinn, was niixi'i! witfi HayeiiFs sfilniiofi m ifie 
|irf>fiortioii of 1:1. Aftf*r standing n sla»rt fin* liltsi*! miis 

trifiigcHi ami then wiishf*d three c^r four with linr#"',, suit hiiIii- 

tioii. Finally ii HUHpeiisori of the lilwsl-nlb in 

salt. Holntion was pri^pariHh The eorresjioniliiig rtnitriil iiiipIi* 

with norrttal .V ^ nibhit hlmsl. 

In tin* I’xperiments 1 e«*. of the r/'l hlooi! was iihikJ: tlir 

flnid, after the* addititai of the reagiail being Miiide ii|i lu 2 rr,„ wiiti 
physiologieal salt Holntion, It was found that nai rm/*/ /n-jli rii|#|jit 
serum, but (*ven rabbit serum ir/or/< hul imn him~ii-mir4 % Imll 
h(iur\H htniiwj io ns well as ralibit, sc^rutii leioV/i hmt Iren 

ivith frn ntinnuH o/ fhynuimjiml »nU mdaiam mul fhrn Intlrii fmr ham, 
was still idih* to eause solution of the lived 0111101 I '4^:111 «r el Is; fl„ll7S 
e<*. serum eausing eotiipleit* and iiliiics%i iiisliiriliioeiiits solttlinfi. Iff 
this ease the f.oxie iw*tion of tlie seriiin eaii finnrlly \m ffitaiflil 
The f*xperirrierit iridieiiiisl riitlier tliiit other kimls «if iirif 

the cuitisi! of this eiirious phencmienon. If tin* efiiieeptifiti m fanTwi 
that Wfi are tirailing with a ecirribimition of tin* irii-rrtifv wiili ilie 
it shoiild’be pcjt^ible also, with of tier iiiitiris wlirfi iibHirnri 
tlia itiereiiry, to eaumt a soltiliori of blocabnlls fixwl with Ifaynt/i 
ftoluiinrn As ii rimtte*r of fimt this eitn very itesily la* 1 rln^r 

poiiissinin kslick ami soditiifi liy{s^iilp!itt€* for ibis left iimi fouful 
that extremity small airiouritJ of tln^e siile^tiiiiew 
iolniion of the fixcKl blood, 0iXD7f> ee. of a 2fl' ; ICI in 

physiologioal salt solution or 0.(^2II of a siitiilnr hypo^iill^tolr 
iohitiori stifficid to eomplotoly di«oIve 1 re* of tmr 14#^*! 

8iiii{iensioii,^ Thu pmitimly $hmm ihid lAr fiimlim w/ fl#r 0 «fmi 

* With ticiritid imbbifc biciod, 10<MI“*MIO liiiiw tlir aiiiiiiiiil t4 fii tii el 
wilpliit# ioltitbii silli mtM iadifeimittly. 
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1 1 1* I 

ailmmminihr rj-|ifTiVnr?il.i h Mtiiihm tn ihni whuh m- ii •i-mwirfl, 

It mmt tlii*rrf*iri* l«* vmwhhiM timt lli«^ hhuni rrlU milli 

!^ayrlll ^'4 ,^nliiti*»ii 4** ii«4 *iiH*4«i|v-r in %viilrr llir iiir*rrniii* 

flilifriiii* With uhirli fliry im%t* {irm^rfit'^ tlir nl fliii 

lui*fW»gli*!iili. llii** riiil-i*' t»f IliJiV 111* iliitl 

ill** uu niiiilnriiifpiii %%nh tlir* nirr 

i'larr r!il«*ri*lr; li ih ^^nllrirnt, Ipwi-vrr, t.** lywuiii** tlmi ftir liitiii 
mmihmtu* tin* liiiy-^rr ihrmti^h tli«^ 11*4 

iiii*mirv Hiili iiii*l iIm* «lifTii'5i»ni iif iln" |il«iii«l 

iiiiiltyr. III* it rrriitinl%^ nil iiV'liit‘}i tir**3i!i ni* fti^ 

iiii»rriiry roinluiijit uni %vill nii »«4ntMiri «4 ft*#^ fyi*- 

iiiciKloliiii. I1iy (**r lliyi thiii till* tv}iii*!i in tli^ 

living liii'iili'fH till* nf Inm killi**! 

by lln* jniblifiintf* Irivnliiii'iil, 

l^rciiii till?! it in *‘ii.HiIy 'Mi^rn tbnl tin* #tf tbi* IrMtl l/iitinl 

by i»f jiiilirrniitifi nm it. ^ *bwriby*i bv AfnitliiTi, ijnf tfi bi* 

rngiir*ii'4 fw n «if ;;iiinii»iii 

inirilltiiw Hliiligtl lllltlllliin tn r^fibili tin* iirinili nfr'iffililig *Mir 

vii»w. I Vim nhh* l*» rtnilirin tbn^ by tfin «*%|*yriiiirii|. ili ^ibi^'b tbn 

lijniiifilylk* iiii bni by iii^ libni) *'4 nri#lr#il ntnl |?iiii" 

ermtiti Hnlnlnni:- iti likn iriiitiiii'f %rh*'n ikr hn4 

prrrimmUj Imth Iwr$lr4 In Utr* (*, fm I imur, 

III vmwhpkm il itiiiy \m tfiiil, nftrr fi^iitifin mifti |"'r, 

ninrc*tiri«* rliiririil** in jiiiy.wii»bi||iriil ifiili ^r*!iiiifiii ut 

with Unyriii*?^ Hiliil, itn? bl«p'ii|nn*lk brlifivi^i in trinirtly .^iriiilnf fiy4ii«tt^ 
liH wiw a pfinrl In Im* Tlir rnlitfril liiiiitr ill ftir r:'Ptii« 

tiiiin with ririritiiil bbwil giiA'i’* r»iilt^ in nil tlm 

I Hi till* oili*»r Ii.iiri4 with Mi-iimm, n tnirmiii 

blfitnl i*vrfi in liiliiinirw^ hiwiprfywb ri41'»i 

f'fiiili! iifil Ilf* iimmjh irrrr rr»|*lrfi|rf|. III ifiiii 

mtlmintwe lii«* tm^mmry nlbiiiinn m iiIpI tbft* 4«Mpi bl*i<f4' 

rf*!!^ iirr* fi«» biligrr \ liinmibir in llm firtinii i»f l-bit bbnp| 

Tn Millti lifi, % 1 'i* timy my ifiiit in tin* bb^iil -'yrlb lifirilr^ljirwi mitb 
HityritiV wliitifiii it in mm-hf ih*- rlwimirttll^ Immnd rirmiriV 
tphirh liiVlilrm ihr rm'nfrn- «/ llw- hstmmilnlnf% 4U mp'ni’f ninth nrr 
titfmMp «/ ailmtiinij ihiM mdi In Ijv ff» }|lif4rf4 ■" fbn 

rnuMM' Ihp imwirflnils* fi| 

lilfliiingb Ibit nbHfwiititirw nf Mullins f»r«* n%l fr-i#irbv t,t«i 
i««fiiig ifi i}ii‘'iii/n4v#‘«» limy Un Vfiltin fitr |jit* b.r-* 

< Hi Ibt* titbrr tiniwl il iw ilnniyb ^hr\ iT,;ylfi 
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l)e applied to a methcxl of detaMing smallest amoiint^i of 
mercury. 

BriimKaoKNT Audition. — -In a remit coriiniiiiiiraticift (MiirBeft. filial Wt'i** 
aheniMjhr. 1902, No. 17) MatthoH hm c*i:«npii*tely aiiitiniiiHl lliii restilii fif ciiir 
exfKTirnontH ho far im «iiiriin»alian bItaKUeellH tim roiiriTiiwi Tim fart tlifil 
oilier B|>0eiea of IjIochI, ntich m frog IiIchmI Htiiciied by Maliliofi, after 
with nienniric chloriiht, do not give op tlieir liiMiiogloliin eieii iit rirli tfi 

alburnin doitu not idTert foir view, but only fMiinfii tr» a hf/k dn/rr^ o/ 
of th(> frog-blood Ntroiuata wbieli clof*H not iwnt'iii the iwiiiw' of flie 
even in the |m*Hi*nfe of HtibNf arti*i»« abMlrfirlirig rnerniry. We tlitl iirit clefiy 
that the Htroniafa eoiihl Vm digented by riieiinii of proli’Hilylir frrrtieril, 
objertitni wan direet-ml only to regitnling the eiiea|ie of hiernoiloldii^ a* IimIi** 
eatiort of a digestion, or of dig^iting ctiiiipIomeDis. 


XV. A cx)NTraBUTiox TO 'I’ln*: s'n’Dv of thi-: toison 
OF TliH vnmuis (JAItDFX HPIDFIU 

lly I>r, li thu liwtiiiitn. 

ill t-*iPiTi«!yHlH,rfmi4iiirilly ki^f^piripr iimtcnvith ihi!clf!Vfil0|i- 
merit of lln» linetririf? cif ifiiiiiuriily, biivt? i4hfmri tiiat litf’iifltfi tiiit lu^iml 
blood pobioriii «liiirji!y iltdiiiimi rtu^iiiiriilly, thi^ro m ic.r«iiip 

■dhtemtAynm of finifiiii! r$r vf*|i:iititbb orium midrti tm^ri tliirriiii- 
irig ifillmiiieis lik? tbf! by I’ombiiung wiih rrrliiifi 

group of tliO firolojdiiHfii. Iiii:!ii*b‘«I in ihm am nnakf* iiiitnrr«* 

oiM lificleriiil nof^^rielloitw i^tieb m ii^t-nriolyfdri aiiti i4iijitiylif!yf4ifi^ inx^ 
albomiiii 'Of higiii?r mitdi m rroiin. Ili«,idf*i4 itii#i m 

the endlrnu erf liirmolyfniiii, bnilt miroml iitid thmf*: proeliirtfl 

at will by wlnrli am foiiial ifi ifw Irfoeiil 

Of ill© liighmi iiiijnnmnf© fi# lb© irf i^iritiliirily 
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COLLECTED STUDIES IN IxMMUNITY. 


causes of this poisonous action. Such a study, moreover, is cal 
lated to extend our knowledge of the receptors and their phyg 
logical distribution in the animal kingdom. While examining; 
extract derived from the common garden spider (Epeira diaden 
I found in it a haemolysin which showed itself particularly \?s 
adapted to researches in this direction. 

The description of a complete experiment will give an idea, 
the method of obtaining and testing this poison. 

A garden spider weighing 1.4 grams is rubbed up with 5 cc. toluol wa 
containing 10% NaCl and the fluid kept in the refrigerator for twenty-f' 
hours. Then water is added to make the total volume 25 cc. and the mixt- 
filtered (or centrifuged). The haemolytic experiments are made in the ue 
manner with this cloudy, brownish-yellow filtrate. Decreasing amounts 
the poison solution are placed in a series of test-tubes, each of which is tl 
filled up to 1.0 cc. with physiological (0.85%) salt solution. Each tube n 
receives one drop of undiluted blood or 1 cc. of a 5% suspension of bloodl 
physiological salt solution. The specimens are kept in the incubator at 37* 
foi* two hours, and then in the refrigerator until the following day when ' 
amount of solution is determined. The blood employed was always centrifu| 
and washed in order to remove the adherent serum and so exclude any possi 
disturbance from that source. 

The ArachnolysiUj as we may designate the active principle 
the poison solution, causes solution of the sensitive blood-cells ev 
at room temperature; when present in certain proportions, so] 
tion occurs almost instantaneously. In this respect, arachnolysin 
somewhat analogous to snake venom, while it differs therein frc 
the haemolysins of blood serum, in which, as is well known, actx 
haemolysis is preceded by a longer or shorter period of incubatic 
The more exact determinations on different species of blood wc 
made in the usual manner and yielded the results shown in the 
lowing table. The amounts of arachnolysin given in the table rei 
to the original solution, containing 28% of spider substance. 

As can be seen from the table we are here dealing with a hcmioly^ 
of extraordinary power, the action of which on the individual spea^ 
of blood, however, is very variable. Thus a number of species of blo^ 
are destroyed even in dilution of 1 : 1000 or 1 : 10000 (this refers 
the original poison solution) ; others remain unaffected even by lar 
amounts of poison. Next to rat blood, the most sensitive w 
rabbit blood, for 0.0001 cc. of the original solution, i.e., 0.000028 
spider substance, sufficed to completely dissolve 0.05 cc. blo< 
(=200,000,000 blood-cells). A garden spider weighing 1.4 g. thea 
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Arachnolysin. 

Hffimolytic Action on the Blood of 

Rabbit. 

Rat. 

Mouse. 

Man. 

cc . 

1/1000 1.0 

0.75 

0.5 

0.35 

0.25 

0.15 

1/10000 1.0 

0-75 

0.5 

complete 

i ( 

ic 

t( 

t { 

i ( 

C i 

almost complete 
strong 

complete 

A 

i t 

{ ( 

i { 

i i 

i ( 

almost complete 
strong 

complete 

ti 

ti 

{ c 

almost complete 

do. 

1 1 

strong 

i c 

complete 

i i 

almost complete 
do. 

moderate 

1 1 

little 

trace 

Arachnolysin. 

Hsemolytic Action on the Blood of 

Ox, 

Goose. 

Guinea- 

Pig. 

Horse. 

Sheep. 

Bog. 

cc . 

1/1000 1.0 

0.75 

0-5 

0.35 

0.25 

0.15 

1/10000 1.0 

0.75 

0.5 

complete 
almost complete 
strong 
little 
trace 

0 

strong 

1 1 

t i 

t c 

( t 

t i 

C 1 

moderate 

t c 

0 

0 

0 

0 

No hsemolysis even with 
larger amounts 


fore contains sufficient poison to completely destroy 2.5 liters rabbit 
blood. Remembering that only an extremely small part of the 
spider’s weight is made up by the active poisonous constituent, 
and even assuming that the content of arachnolysin amounts to 1%, 
we see that this enormous activity indicates that the arachnolysin belongs 
to the class of blood poisons which exert a powerful action after the man- 
ner of the toxins. 

The same is indicated by the marked instabilty of the active 
principle. Heat readily destroys the arachnolysin, although a higher 
degree is necessary than for other haemolysins. Heating to 56° C. 
for 40 minutes does not affect the poison solution, and at 60° C. 
only a very slight reduction of action is noticed. Complete destruc- 
tion does not occur until the poison is heated to 70°“72° C. for 40 
minutes. Arachnolysin is easily preserved by the addition of glyc- 
erine, showing no reduction in activity even after months. 

Experiments, designed to show whether normal sera possess an 
inhibiting action bn haemolysis due to spider poison, have had nega- 
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tivc* rmilta; tlii^ m*ni of mnn, mliliif, !icjrHi\ liitg, ral, giiiiicm- 
}ii^, gimt, (t\, aiid |*iKi*on, iiiiirtivnfMi tty lit'filiiig to 

SfF' (\ m onliT to ollniumli* iifiy pwihlo m4vi*ul lyiioii, iiriiiiiii* 
f*V<*fl io lionoutilj^ of LO rc'. to |irofri’f rulilnl lilfuwi ii|iiii|i,H| JI|:4 li I’liiri- 
|ilrto ,Holvf’nl ilo.m* of iimi’lifiolyHiiL 

fill fill* of!i<^r liiiiiil. tlio intuily of f!io }:if'iiHrtii*M fii*|jii%‘irir tomiirfl 
«iiil iiofiiMl ivo yii^Jdi'iJ ro^iilM of 

ill i*oiiiiorf iofi Uifii ilio r*‘ro|»ior fJioory. IVri-iiiii of |iliw,«|, 

four'll iifi iio|^ or }4«w»^l, hh%‘** dnmu illiliililli,f 

to ilir H|*i*irr |«»i!<on. 'lliii* t!io rofifliiinii^ 

for .HtiiilyiiiM tilt* rolatjoaH luimti-fj ihi* tiifi*liiif «if immitm itiiti liirir 
mi. ion, Thm f^oifit, m wo }«ivt* in of tin* ImimfUmm* 

for t!ir virw tliiit im* lo^iii4iko 

If iiri.if4iiioIyi^in m ii 'Vkiam* w rlii** in itir niitiior- 

iitK of II rrriiiin fiii}#t<i|<liotm groii|» to ii m-i*jitrir of |}ii» tilr^ml* 

rrll, iiiifl if, rtirrii^jioiicliftic to Itio iriiriiiifiiiy of rrrtiMii i«f:»iTk^ 
fif lilot^.1 m to Ii lurk f*f uppmptmfr nm*pUiru, it Mlmtn i|«i| 
llii* \ikmhri4h itl4t* to Itm iirtivr j»riiirij»k 

of Ptirli II j'lolHon i^iltitlori, wiiili* ttn* irpra^iiii'r rrl!#i if riil.irt»ly 

fur M till* iri-«4iPitivo himnij* art* ttir ftii^lirifi of 

fiiiikiiiM f!io rin'*«*riffiiiit m vi*ry mmiih. Ik-^ hhml in: with a. 

rorliiiri r|iiiiritity of iirii«4iiif»!ynifi* ki*jti in ilii* for ttti liniir 

itfiil frr«|tmfil!y nhiikiii. 'fhiTriijnin i\w wfnrli, nf in 

tiiirliitnicwi, m by mmm of a rniiriftiir, 11m 

llijifb roiiijfitrinl With tlin original rniiti^riiib nht'w#i licit ihnlf*aiii tliinliiii* 
lion nf iln mthmi jiowrr on rabbit liiofabrolb, Thm llwil 1% 
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which we mean blood-cells deprived of their haemoglobin by swell- 
ing and then again condensing the blood-cell residues. Ehrlich^ 
had already (in 1885) pointed out the importance of this true pro- 
toplasm of the blood-cells, and had termed it discoplasma because 
of its peculiar character. According to Ehrlich, the main function 
of this discoplasma is to prevent the escape of the hemoglobin, and 
he therefore ascribed the diffusion of the blood coloring-matter to 
death of the discoplasma. In agreement with this is the fact first 
described by Bordet^ and afterward confirmed by Nolf,^ that it 
is the stromata which bind the specific serum hemolysins. We 
could therefore assume that in our case, in all probability, the arach- 
nolysin would be bound, if bound at all, by the stromata. 

In this Institute a method for the production of the stromata, 
which differs somewhat from the one commonly employed, has proven 
particularly valuable, especially in studying the receptors. With 
the usual solution of the blood in distilled water, the separation by 
centrifuge of the stromata condensed with salt is extremely dif- 
ficult ; and even with suitable species of blood only a small yield is 
obtained. By previously heating the blood we have found that 
the subsequent centrifugation is made considerably easier (perhaps 
because of a kind of coagulation of the blood-cells) and that a plentiful 
sediment of stromata is thereby assured. 

The blood employed is heated on a water-bath at 50°~60° C. for half an 
hour (depending on the species of blood, ox blood 60° C., rabbit and guinea- 
pig blood about 54° C.) until, dark brown in color, it just begins to become laky. 
Thereupon the blood, made up to 6 to 10 volumes by the addition of water and 
shaken, is mixed with so much salt that this amounts to 1% of the total amount. 
The mixture is then strongly centrifuged. The stromata remain at the bottom 
of the vessel in the form of yellowish-white masses, and can be washed by 
repeatedly adding NaCl solution and centrifuging. 

The stromata so obtained have 'preserved their receptor property; 
they hind specific serum hoemolysins, and also, 'when introduced into 
the organism, excite the production of specific hcemolytic immune bodies,^ 


^ Ehrlich, Zur Physiologic und Pathologic der Blutscheiben, Charity Annalen, 
X, 1885. 

2 Bordet, Les Serums htoolytiques, etc., Annales de ITnstit. Pasteur, 
1900. 

3 Nolf, Le Mecanisme de la globulyse, Annal. de ITnst. Pasteur, 1900. 

^ It may be recalled that immunization with heated bacteria has been suc- 
^jessfully practiced even from the beginning of the study of immunity. 
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11 j<* farf that l!i«»v havi* a f*rrtaiii qaiifitifaf ivr* hm in 

|iro|ir»rt nuuiir i<i fii»* iiianiftiiliif ani t*» "Alufti 

linvi' hrrij rii, III li*» wa% al'friiM llinr nlllilv fNi* r\- 

la thi' *4 flir 

faii|il*fyiii«*iii tjf aii m/ r^nplur:. aiiMirr;- all n ^ yiij i ih< : J 

IfMinlar. a a :?,!♦• 

fiMii t4 flu* 1*^ flit’ >■! n»riai!a, i-^asil'v fjiiiiljir 

nil’ll!:-^ mi'f*' lijiifli* Hillia!ta?i«’Mi|'-4v mi?h a I4*«wl nf tin- 
ainl tt'ifli Ilf ilif^ r!jiA>’4, \k n ^4 tla* 

foriiKT, ralilat hlntwi, ulni-h hii'hly ir .#-4 l^r flir* 

riifitfiil. ifi'iifira •jint 'ivliit'li |M not h\" 

wn.:-*. Thi* «4 twtivifv *4 tfir ^wn¥i(m M'ihitiftn }«’ffirr iiful 

iifti'r iinaa^^nmi by iiw%afi» of riili!iii 

I'lpt lr**rri r:p"li *4 'i<i *iti4 iaiti*"*- 

|'»ig l»l*wwL an'* riM'li laifli ni rr *4 iiti s4 stliirli ll il2S 

r#*. III jifiit r* If *114*4 <4 y <* fif* rr Tli*’ «l f ?.| #fi 

frrfiirtl for IniJf afi hmu m tlip m-inirr i*ii*ii i»i Hi"' r , rr* 

fn^litwlly Tl*ry air tfsi-'fi rral ril Hoi4 froii* lint 

ill ritfiiiitii *4 lik*-* il**'* «friiifial itiiiirriiil. «tiil liiii. 

isiiHj^vi tt fifi r*\ rnl4iit !4*»*ri If* fiJrmtiti* *4 nniff* r-r-_ t|i«< 4rr'iir4i!i‘'4 Iii|i4 IfMiti 

till’* fabliit f4<»r»«f f}f n. kii* ihr linti*!. I#ii4 n*<irri|’ Im-i it* |s«i*w»ti»itin 

i**ii**ii. |■■Cvl*l* III *4 I 4 tor it |ii i|i*s»i4w to r%rfl llir ii«'li«iti $$m 

riiiilal 

Ifrairi* i|if^ Hiffiiniifii rilitjiiiirfl from tlio arliiiilly 

}#fiiiiii flir liriis-’hiioly'aii , iiii«l tiilo riittibifiiiiion insiri |«'* rri»Tirf|«l ii 
r}|«4lii*’lil ofi«* Ibr r*ititrf*l tt^4l4rii4«lg 

tliat flir ri-'ll-’-fiMilrfiiil lio j|tlriirli*»ii mbalr-vrf iifi 

Ilii« Iiriir|it|ffiyf?iii. Hirli |iii%%"rvrr, io I**t*^.*l r||fe|i% r %|illt|||«*«l 

liy Ws^iliiiitm* III firri*r«|ii.fi<a^ tlir ?i|t|ro4iniii Ifif'iiiy, iii«* j»r«*«#4iris 

«f il{Hifi'»j»rill<«* fio*i 4 it < If fis. Ill tlir .fcrff**lt|Vr rrib ii4 ii jifi-fioiiiiMitr fiif 
tlif* irtirifi Ilf till* finirlitKiIyHiii, llir fiiiliiriil ittiiiiniiil y of rrrtiiifl 
itjM'»rir.« «f hhml mil thm to an of f»ji|iro|*f»tff 

riwjilni^* Wo w* frtitii iliti tlio of riniiililf? 

«f liifiilirii iiriiriifi«!>r4ii* iit li-mt. wn fur ii.» tlir b|ti«ii| i# 

Hill iinhaTOi! f lirmiiliniiit^ llio miitftial lon riti*fiiir«i t»* rorlaiii 

Wiiilo ilio ulrrmly l*'a4 to 

tfirliiintywin m $% l« tli*" nf tin* 

will tif* fiiii4r ii,l'w4iifoly wnrlii4%*o liy ik> ol-iliif mf ilw 

ptiatri to prmi.mp mthiorin, tlio tiiwt miftioti Im flit 
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tcixifi *i!iy .--MbMirtiiff*. i'Hviriii: to flti* .^farrity of ifintfriiil 

liif* iriiii,!'i!ii^.iiii? Miriiowhut tlolayoil; tlioy uill, 

Ipiwi'vor, *itiilt milii m hI thi* |iro|ti*r fiiiir. Xovortliolion 

I rail afJiioiiiirr tliat -:4itirfly Iw'forr ihi* rorirluMififi iif itiin work \v«* 
Biirr«*iir*l hy mrum i4 ii ^liorl itunmur/Mtum of ^ with 

giirilrii“^Ei*i#’r to |#rofliiri» it hi^h-grudo lUilitoxir 

wliirh ClJ«l2a rr. ■i.iiliiia-i! I*i fully i»roliwl tt.OfM-r. mliltit blooil iu!:fUfa4 

iirurrifilotr Hth*riit <ioNr Thi^ prttvf^ tho toxin nature of iiriirhfiolyf'4rr 

In riiiirhii^ioii I i4iti‘u!4 lik*' to rrfrr to thr ri'lation.H wliic'fi uriM^hnoly- 
Mill to wlnit w'r know- iiimut ^|»iiif»r in icononil, In doin^^ 

I ,4iall fo!li*%v - %%1io niiMh* thr fimdninontiil .NftniirH in tin* 

toxiriiioiiv of jiiiiiiinl and vo|fotiil»!r {#obon-»^, nii«l fa whoni wr o%vi* 
nio>t of tnir kiiowlnitfr ri iiirrrfiiii^' H|»i4»‘r |»oi*-.oir^. In inhlition to 
till* tni*'* iofi of tin* ifluinl, Kolw^tt di^’iininu^lirM *‘a Uixn!- 

liiuriifi wiiirli firrifioiitot^ flit* rnliro f>*«iy of thi* ;-j4flrr. ovm tlir 
find bnt iiliirti iio nrrr^^nrv ro!nfi*»n to I hr pon^^on idnnd/‘ 

In wiiiii* of :Mj.iid«T?v ^uitofnnro iiuxom with tho idnnd j*oioiri. 

Amirdiiii! to l%olii'*r!. ili** iiioro loxaihutnin rfot'i into thr wound, thr 
utrorigrr lifi* th#* rtin^titiitiorinl :^-yni|»tonr^: tli«* nioro i rin* iilnufl [ioiotin 
till* '^tronifor Iho kiriil rliiing«*M. Thu liitSrr b I*^^j»i‘<’iidly tlir riinr in tlir 
latlirrwinrli^:-^ |r##mAoirlr J i4iiig produMO 

iiioMt foArftil griiofii! MVitijiioftiM, nvrii ladfiM iilili* to kill liiiniiiti 
In tinner lilt* ulmid rnnm^hm fK*romr#4 ditfin'orott^ only wlirii iiiixotl 
with toxiiliiiiriiiii from tlif^ itoily. !ri rontni^t to tlib, tin* 

plirig of di«* ptrdfti M}ii*!or firoiliir#*-^ only lorn! i«yrfii.ttoriiii of irritiitiori, 
altlioiigii fiio ;i%jiidorV tmnly miitiiiiifi n- lo^nllfumiii i^dio^o niiion. m 
aniilrigciii;^ to tlio Init tlilfi f,|o«*n ii«>f Errorii** 

ivitli tlio tdrifid HW’lioiu ttn* i*iu4% it 1?^ vriw- liiolv 

tliiii tlio tiioftioly>!fi l»y u.^ b idimtini! llio 

alri»iwly kiiowai lo i for %vt* abo olitnirird it freon thr hody 

«i!»taiiet* of tlic* giirdoii nidflrr, loid foiioil iIm firojw*rtif*« to In* 
of the toilfi* 

Ai’imtiox* llr^nmox'. • Minri* in llir nmfitsijrri|il of ilib Mtinly I 

fifivr ul a nmm*§mph hy mif flrr l#ifff»|iiiifirii, 

Hfnttpirl, I ‘.Mil I mtikli h;o» J*i«t n|t|#«*ftrr«L In thk ICiil«-n ii|i«o rr|Mirt« on thr 
Iw iiifilytir of tliP «if Kiimki|flr« jiipI of gaftlrfi Hr ftlmfri's 

^ iiitliongli hltmd i.« Oi ii|»|if*i|iriiiir 

mn*ptmn rjifiiihli^ of liiliilitig llii’* In* ifi tlw ofgfifiwiii 

OlliMik of ftil* I ill Miff, 

*IC»t»i*rt, I 4 »lirliiiri 4 firr liiffoiiriitifiritn, Jtlnttgurl, |i. 32i' 
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was not a toxin, for thoy wm* lo >» in rlwitiirally 

purt! form. At tho jforiflimkm of tiwir iro.o tigwliofBi tfwy w 


XVI. A HTfDV f»F TOAf) f*CHS()N’.* 

Hy i>r. Fit. 

Thk mimcwiiB imuvvtnmii fniiil immtm wliirli lui^'r^ 

lMH*n ifiadi? ii4|iiTmlly Fy Ffriirh and Itidiiiii iini vr*i 

i^omv to ii didiiiiti" foni’liii^ioii m to wFrtlirr t}ii« mihntMtm* m nlhiihnd* 
like? m to)cindikf% I'tir i^kiri of rfn^ dilTf’frol of 

trmdif^ ffititiiiii ii ihiiiiIwt of \% hirU fyi%'o liut fur pMplmL 

In till? giirlif loiid, for oJiiiftifiF*. thi'n* n f*f niirhi’ky 

whkdi km not l«*i»n rrioro idi-ritifit^l. Ik^odf.'^i tlim, 

to loud ,m*t'rof.iori mtUmm ifirtfiyl*%*ir!#y iinii fimi 

mc»tli>drii.rbyliirtiiri, wldrli nro wdd to iiri irii-oiP«#4y tin Ifn* 

Kolif*rl ii|t{ilkHi tin* tmmv to it rnilmlntm'* ndufsii 

irrifaton tt«* itioiriliriiitf^ vrry UtiPtmAy. iiri«l 

liorlmfid rlalm to tmvc imilntwl un iflkiilnkl frniti Itio IiIwmI mmm 



.<1! iMIv- IN IMMI N!i V, 


P 



I 


I 


ITli 


Mi.iiiim iir tiu, 

'llu* (fijifi pni-itii jji my w,'i« il.-rivcil from 

InmlHHillnr njtnu;:. the firi’ afl<l fr<»m /m/u . us, iJk* iiimmtil! 

ptni.-t) l.ta.i, ill unli-r in i.liiajn i)ii< ijj.. {,l..n, ,,f ,j,„ 

am! liiu'ii Ilf a fri ’ 4 |]y rfijiiiiriil inail wap 'iMii, f*ir lia* }miis«(ii 1^ 
ill laijji'sf aitiDiHili^ Hi till* ssKiii. Ii(«' iinisi-li-^ aii*! iilnnif su^riiin nf 
lim (in- Inai! ltl<n ruuUim tin- 1(I|1 jjj hliiitliir 1)11:11(1)11. -H, 

Afti-r fhi- iMixl-i «rr>- ni)-<-<i miU* j.ic, vi.tl.,i.,ral mil 

K.ititj.it) lia-y tt.-n- .i<-«a|.Hi!!.'.| am! nkilmml, lin- fkm 
nii-'i-ii vviili nail inliKinii ami iln-n rn!*ln-*i in a an hnnmBcmuHin 

an jM.x-il.li-. W)!l, |«nv.|. r< »i Klim-. Afn-r n<!.lmy 'J u, :i . <■ i.|)>»„|,»gj,.ni 
aali Miluii.iii lilt- itiiMun- usm <,r ..•n!r!fi)y,-,| Ji,,, n-ailDng 

!liii<i iiHii a fi-il.ly jm i<! a yri-yi-h h}|)I*< i-filnr ami a }Ma-j||)nr, 

Ijnrlii ky mlftr, IdlDnl wan iuMf-*! a.- a jiri-w-n Jifivi*. siml tin- fhiiiil 
atormi )« !hi- n-friyi-minr Id tin- mtuf maniu r f |.r»-|*ari-«l mi i»Nlrnct 
friitii I la* (.kin nf ilm gnnJi-ii 

Jill* i*s.|ja*'f Ilf t|ii* akii) i.f til*' |jf«--ti*a<l n||iiii.*'if| Hifnjiif 

j.nijM-riinf.: thni nf i}).- ganli-n tnsi-l thi- wiim-, thmigh niily in trunw, 
(Si-i- ’laJili* 111 ) lltr fiiliinvmj' nfrr nnly t«i tin- fin-, 

tiunl jM.nni) wiin-li, fur «liiir!. wi- nlwill rail "j.hryiiMlymn " *J|„. 

nf till' (janli'i) !*.ai| «i»> ii;«-i| tui-ri-ly fur t-i)ii)|iiiran«|}. 

liUl.H ii|. 

I’lin I an « i|ii‘i-<Iifn.ly IkmIv, Hf-ntittf to .VrC., 

i-^.jioiiiri- to liyiit. till- a4<liiioii rtf nlrohol, i iln-r, t-liloroforii), tniti- 
i-ral altonji |.«(i,a.-li Ivf, jr}»»iii ami try jwin, a!) ili-r^troy jt in n 

niiort fjim-, |»r> iii« On. iiltrynoiynin ovi-r tin}iy«lroi)» j4,mj4iorii- iit ai 
»t r«»iin irttUMraiuro wrnki-nn it imii.-rbjly. It «|i«-. not 

»* aln-nily ifix fnim tho toa.l m j««. 

tt fiimf tmij nairtioii, riMjinrintt I In 13 tjwimirtnal lyu 
for mijiriiliwilioii, if, imtil*! Iw ji.*)fniin-,| that tho nn.l *.|.m!y 

d.-«tr«*yx fill* loNift ‘fhe* «|i%«irnrii<)« of |fji. to^m, how. v.-r. |.ro.»-««l)# 
in ihr wiiim titim m mmiml n# in fw-hly m wl w.ltition, m» that i},,, 
iwid nimtion rnmnt ixmmm any «r»-»t inlfm m,. j j,,. hatnolytk* 
in-tjofi w tin* timin. in aritj an in nfiiirnl wilntjoo 

I hi* }a«i }>rm‘r%fttiv«t for i}ij» irtilw.|«nii* lolnol. fimt r-fnj»loy»^l 
hy Khrlir-h for niwmiiM: iho foNim*. («♦!.! aioraa.- w a!.... tri««l 
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consicleralile time*. Aft.4^r frnm mip to two uumth^ t}ii* 
graclually ini^rt. ihvm^ to On* liitolily of ftir 

there ran, fc^r the prtwni, l>e no fliotiichi of ohtiufiiii^ flit* loihnimirr 
pure, fcjr tn-en ciryin^ at rfMirii fernf«»n4turt‘ weiikeie^ iln^ immuu rtm- 
«kli:»ni!)ly. Owing to Iiiek of iniiterinl, a |ihnrniiieoli.igiriiI 
of the pokon eauld not be iimlerlaken. 

BEiiAVioE (W Tim Tow^fin nirrKtiKKT nr 

ill4K#0. 

The methml of aiieh tluit ji rnTtm *4 Umt-tnlMm wim 

prepari^l, eiirh ronniiiiing I ee. of the ililiitkm 1:2^1, lir,, i e.^ 

deereii4^ing f»f tlu* 1'hf^ tlilutiofi-'i i4'f*re iimilr* iiiili 

fuslt 1*0 eiieh tul#e 1 re. ol ifii- U , ^oi>i|«upuoli 

in CI.HSVi i4iilt miliitioti wien iithl*"*!. T1if*rt*u|»t»f4 thi*' tuboH wnr krpi 
at for lAw iiml in tin* refrigerator inrriiigt^t A 

plek! solution m one llint on i^huluiig no b'Oiiy flriiierit#« of 

any kind: rmuithH** ’* if tlo^re r,^ .#^.1!! n tligbi iti^diiiirnt, , miii 

^'^iiieoriiplete ■’ when lihwwi-eelhi lire nn*li:'^:ioH ed* Ihm p 

followed in order by **rei1.** ‘Mriiee/’ *u.k** 

(bmiiieneirig with Tiible III nil the e:^j*#.*r$ttierila ure iniwlr* lUi 
blood. 

Ah em lie from Tuble I, iifiwp IiIimmI k ^irofiglr 
solvwh frog and toad hlmnl not at alb llitt limit# of *v*liitiofi for 
sh<»p bkaal &m a clilnliori of liicrilll in llie rii#o of |i|iryrioly#iti,^ 
I and II, and 1:S12II in |iltrynolyi4itt IIL In Titble l\\ ileempiiig 
amoiiiila of the ^mimm um mMml to 1 re, btiio*l. f if jifiry* 

nolynin I, re. mifliml to nfferl roriifileli! poliitiiin; of it mitl 

III, lliMM)23 re. «nffir«b tttii! of IV, OiMlH rr. fly delerttiitiing tin'* 
luiioiinl of dry re^^idiiif in fmbm mtlnikm I ! it i.^ «wfi ftifll IHiriiffri;* 
g. of orgiiriir milmUrntm millirf* to roiiif»I«!fely iliwfilre | nv fg , 
blocicl Of {'Mrinciii noliitiori III, fl.tifllgiliri g, hiive ihe Mtitir t-ffrri, 
If W'e aumiine that oiir4ofit}i of ittk firganie t|*robid4y 

it in Btill repri^f*isfii f.rtie phrym4>'«im the mti tiilfig inefrfy 
indifferriit itlbiiniiiioiw Inmlim, wo find that a/g,, mg, nre i.uif|oiefil 
to romfdetely f!i»ioh‘r! one liter of #liwp biwwi. 

Tlie yield of phrynolywri m wtibjrei to inifH*i*|iirtf iiirtiiaiirift«,„ 
Animals fiwfily eaiiglit yield a nimnmT %hm whirli 

ha¥e kept in captl¥ity for tonni tinie. 
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COLLECTED STUDIES IN IMMUNITY. 


TABLE I. 


Dilution. 

Sheep Blood. 

Goat Blood. 

Rabbit Blood. 

Dog Blood. 

Ox Blood. 

1:20 

complete 

< i 

complete 

< i 

complete 
< 1 

complete 

top 

1:40 

1:80 

i t 

tt 

it 

red 

( t 

1:160 

( 1 

C { 

1 1 

tp_p 

trace 

1:320 

c t 

It 

red 

0 

1:640 

1 1 

1 1 

a 

1 1 

0 

1:1280 

i t 

1 1 

( t 

tt 

0 

1:2560 

1 1 

incomplete 

trace 

tt 

0 

1:5120 

almost 

complete 

top 

0 

0 

0 

1:10240 

red 

trace 

0 

0 

0 

1:20480 

trace 

0 

0 

0 

0 

1:40960 

0 

0 

1 0 

0 

0 


Dilution. 

Chicken Blood. 

Guinea-pig Blood. 

Rat Blood. 

Pigeon Blood. 

1:20 

incomplete 

red 

red 

trace 

1:40 

red 

i c 

top 

0 

1:80 

1 1 

top 

tt 

0 

1:160 

0 

trace , 

trace , 

0 

1:320 

0 

0 

0 

0 

Dilution. 

Pigeon Blood. 

Goose Blood. 

Frog Blood. 

Toad Blood. 

1:20 

trace 

red 

0 

0 

1:40 

0 

top 

0 

0 

1:80 

0 

0 

0 

0 

1 


TABLE n. 

Phrynoltsin of the Common Garden Toad. 


Dilution. 

Sheep Blood. 

Goat Blood. 

Dog Blood. 

Rabbit 

Blood. 

Guinea-pig 

Bloo£ 

Ox Blood. 

1:20 

red 

0 

red 

0 

0 

0 

1:40 

trace 

1 0 

tpj) 

0 

0 

0 

1:80 

1 1 

0 

0 

0 

0 


TABLE III. 

Behavior of Different Phrynolysins toward Sheep Blood. 


Dilution. 

Phrynolysin 1. 

Phrynolysin II. 

Phrynolysin III. 

1:640 

1:1280 

comj^lete 

complete 

comj^lete 

1:2560 

tt 

ti 

ti 

1:5120 

if 

tf 

almost complete 

1:10240 

almost complete 

almost complete 

top 

1:20480 

top 

red 

rea 
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TAHLF IV. 

IlEH^vifift r»r f>irrr,iiEVT r*m%uu HifErr |lt.«t*ii 


(l.fMIfi 

CI,flCI2S 

O.fMlI 

CI,IMMI75 

O.WWS 

OiMMrifi 

OiMKII 


I. 

II. 



iiiffiffi fillet#! 

!! 1 

w»il 

1 1 1 

t«i|i 

fl 

I 

fl 



»*» 4 i I V'. 

l«|» 

II 

11 

11 

II 


Ari*KMI^‘H AT ICKAITI VATI.N't# A Fill! V\ m|*Vn| \ ||.||i 

INAiTfVI-; At MV' *\ 

Hie invwtipilkiriK iif Klirlirh iirnl liitvr i4i«i%i'ti timi 

the luemolyHinn «f Ih** hiKlirr vi‘rl<'I.nitri!< un- u{ r..«)|ihx 
tion. Ihey of two {Mirttntt!', tin* t’oiiiplotnt'ot ujoi Ho* gtootuto' 

IxKjy. By hfalinK Ut .W'C. tin* rooij.ioiio.rii o. ,i. .Irov.-I. whi!»* 
the immune bnly rernniw iuljirt, TJw jiuimtu.- I.v H,«.*lf ,;»» 
not exert any luemolyijr netiou; it fitting >'ofti|>ii’toi'f)t tiiiint 
be added. 

It would lie quite mni}.n‘hetw«il.le f«»r the f»hrv»olv.*.ifi 
to eorwiHt of two fiarta. niiuiriK to fitl-f, would d»«»roy ttio rom- 
plemerit, while the themioetable iiiliTlioil.v wouhl Ut |if»-»ierve.|, 

I therefore Httem}»f«^l to reiietivafe the toxin whieh had Uvome 
inaetive at f)(J® (*. and trieti tlie aiJdition i.f a tutmlwr «»f diflferotit 
‘ a * 



Ibo COf.LJaTKIi HTrniKH is BIMr^XITY. 

tvm In iimfHiiifH up to I or 2 iililo to pri*vfiit Kuliifioii, altlioiigli 

cifily till* Hc»!v<»ut doH‘ piirynol^^iii wiiH iiiliini tii tin* iiiix- 

tnn* of blood liiid «i*runi. 

WITH Pimvxiihtms, 

111 r*rdor tf» furiibli t’ouolu.Hivo jiroof ihul |i!iryri»ly«iii m fi fruit 
toxin, ,’i iitiiiibor (if mbbif-H uorr immnmM**! mifti tfi«* mtm\ Tlii? 

iiijrrfod fnibfTitluii»iitiHly, ooiiirnriiritilC willi | ri\ nud 
Sfioroii^io^. to o vi\ ill flir vunTm* of liiiVH, Tiir floH* of fi rr, 

wirH thiTi iiiJf*rtod ovrry o to li ibiyt« for two or fliri'i* mi tlnit 

ill tiir c'oiiT^i' of %vook.H iiBni! lUl Mo rr. }iii«i 

ft. h not ndvintblo to ^u\'o inorr tbiHi 5 rr., ni onn* \wmmm* 
wini* tin* wiiniiilH dm in *mr itr two diiy^., 1%p fiiitliiign 

ill nil lifiiiiiHl whirh liii#4 dii*«l of toiwl immm lift* rmiiiifirf,% i*xrr|ifirig 
II iisiirk«*«i liyi'HTifTniii. tin* idnhmmml no iiiiirriiii«i|iirii! 

Tliitiigii^- of tim iirn 

Ai« iilri*iidy rntii?ionf-*l, iiorinnl rnl.ibit. ?^or»iiri nnt rnniaifi 

II of iiiifidwwiy fibrynolyHirn 11i«» priwiiicTifin of anti* 

tiixin roriiriitiir#^ ,Tlw»nt hmtu^^n diivi^ iifii*r tin* of Ifn* litxiii 

iifiti itH muxmmm in ihrm* * llm HtroriR**?it- wtiiiii 

wbirli I fibfiiirn^k ihifJn pmu*ru^\ floiil.ili* lliii wlvnil 

dof^r uf phrytmlydn f«*r 1 rr. fY;; likiotl. 

IdTIMtATIMlK. 

C'lniip r*T«l. «lr In mm* *!« bi*il . I'XSl, |i |.T*I: Bfifb p-- 121. 

IloM. H»ir ir.« |.iliy«io|, ilu %nim xlh Jmirti, ifc 

I, P- Wl rt M'J‘4 

C|.. irn*| , !Im, S,’|iTct?idT nrt*l dr |diyd*il..^ 

Arrinr ifnI ik* bifil I, 7J (im:tp 

Eoiimiit, drr |l*»rf»irr Knliiirftif^lmfidrfi i, IP 


himrn, i\m%p. mm., \ %% Arrli.il# fiiiysitd,, fill, 

wmL m$t*. -^77, 4'7si. 

Ik Joii^MirA »iitl lltt« t’lift. li^r ICriili* iiiii.i 4m lliilidifr 

IkiiiCflf*, I HIM. 

4. iSmumm, llte 1llwt|piiftif^liiliiiit#ll«li?iit^ Wifkufitf I4f4‘^«4«ifii»s 



XVII. CONf’KIININn AI.F.XIX AfTION.* 

Hy Dr. IlANH SAnm, Aiwjjitnnt i»i tlti> InAtUut**. 


Aftkr the funciameHfnl of Ikirfh<t, nn«l »»f l>*,hrJir}i A- 

Morgenrcith hnd nhown that (he h,'mi»ilv-«<i(i« jir«wJiire<| ifi wriim bv 
immunization with hliKwl-retlH owmI t!nir to (}»> rojnl'in<«l 

artion of two HulwtaMfi*>» (nntl»o*i>ptttr nn<l <orn|»l« jj(«'rii) ii 
very natural to aupfxwe that (he h,'i-nioiv«in« <*f imimoi m-m, wJie ti 
laid ten known for wmif timr. wire hIho nf a fo«ipIi \ initurr. 
Buchner, who wa-s the (iot to ocoMnizc the t.i}?nifi«-nn* e of i},»< lia* 
tcrickial and glohulicidal priijHTtii-** of 14n»Mi ortun, find rojj.»jw«i 
th(WJ atdionH from a uniUmnn »*innd}toint and r«*f«rri'.J lin-m to the 
“alexin" of each isartiinilar Mertirn, Hfwnf inv«f>f 4 pit„,„,, 
ever, have «hown that Buchner 'm uUxm m»t » aimiU mmfiir mh- 
xtancfi, Imt the mm of on infinitt nmntur of rnnihtnoiinnu. wh»»«r< more 
thorough analyais hiw teut rendered (Kiwfiltle only tiy the methfala 
of the newer hn-molynin invenligafirim. 

The crwlit of applying the exfierieneea gained with the hfrtnoly. 
ains artiriciaily prodiierx! to the ntudy of haunolyHina of nortrifd 
senjm, ladon^s to Wirlich a«il ^forgenmth. They made u»«< of » 
methfxl which they had alowiy etnployrii in the Bnaivi.}x of h» fn«.lyiic 
immune iiera. the «‘paration hy mi^nx of eidd. Tltix deiiendx on the 
fact, that at (F under favorable cireiiimtanrea only th»* inlt rUaly. 
and not the implement, w Ixnind hy the bhaKl-eelh,. Arcordingly 
by appropriate treatment it i*oiild li*. #},ow« thnf the htui 

k»t part of ifa power, Init that it emild la« regenerntixl by flie (wldi- 
tion of the name kind of i«*nim previously iimefivatMl hy le nt 'nux 
confirmwl their view of the eomples nature i»f noriuid hietnoh «»n» 
■^They were further able to activate inactive hretnolyiie iiontifd «»-tn 
by the arldition of other kind* of wra which aervwl m .r.mp|.'i»»im.,, 
and which by themw-lves did not dissolve fh** particular hl.ai.| r*-l|« 
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used. This showed conclusively that the glohuUcidal yroperty ^ 
normal serum is due to the co-action of two bodies, one which vntJmiafMiA 
heating {thermostable) and the other which does not {thermolabi Ic.) 

These views have been accepted by* the majority of inventipi' 
tors, and numerous observers, P. Muller, ^ London,^ Ncdnsfr 
and Doring^ have constantly added new facts, the analjBiB 
which in every instance demonstrates the complex nature of nor- 
mal h^emolysins. Nevertheless it does not seem to me sui)erllii0iil 
to thoroughly discuss this question once more, since such 
authorities as Buchner ^ and Gruber,^ because of the negative refill i 
of part of their experiments, hold that Ehrlich and Morgenrotfi*! 
conception of the nature of normal hsemolysins is erroneous. Ehrlif*li 
and Morgenroth had from the beginning stated that the solution r»i 
this problem in aiiy particular case was only possible by their rriethficl 
under certain favorable circumstances. Now, although Jiuehner and 
Gruber have employed this method, so that a negative result provi^ 
nothing whatever, in consideration of the importance of the 
I have followed the suggestion of Prof. Ehrlich,® and under tiikf *11 
a critical study of the negative findings of these authors. The 
of this have already been briefly alluded to elsewhere. 

Buchner sought to discover the presence of thermostabile bodlm 
(his Hilfskorper on the occurrence of Hsemolysis, by rcactivat-^ 
ing normal sera, which had been inactivated by heating to CK)^ C**! 
with fresh serum of a different species. But out of the large 
of possible combinations he chose only one and used as a soiirc^e 
complement only that serum which was derived from the same 
that furnished the blood-cells. In an address on the proteeti%*il 
bodies of the blood, delivered at the Hamburg Cbngress of Natu- 
ralists, Ehrlich pointed out that this procedure was inappileabiri 
It can surely not be expected that every serum contains a 

^ P. Muller, tJber Antihamolysine, Centralblatt fiir Bacteriologia, VoL 2©, 
1901. 

2 E. S. London, Contribution k T^tude des htoolysines, Arch. Sclsnc^ 
biolog. (Inst, imperial de m6d. exper. k St. Petersbourg), T. VIll, 1§0L 

® E. Neisser u. DOring, Zur Kenntniss der htmolytischen Eigenschaften 
menschliclien Serums, BerL klin. Wochen. 1901, No. 22. 

^ Buchner, Sind die Alexme einfache oder complex© Korparf Itei. klJtt, 
Wochenschr. 1901, No, 33. 

■ ^ M. Gruber, Zur Theorie der Antikdrper, II, Uber Bacterioljnw u. 

Munch, med. 'W'ochenschr. 1901, 48 and 49. 

® Ehrlich, Vortrag im Verein fur inner© Medicin, Dec. 16, 1^1. 
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binalionn. !lnT«*fon', tin- fiiHiiJiK of a wutnl»l«* riitni4» it(i>nt will i*. 51 
certain est<-nt Ih* merely a eomei.l.-nre. In all tie- ne.e.H ntmf...i 
at tliiH Iiwliiute, however, even flioiJKh ofti ii only after l on ieli t 
able lul«.r.s thin l«w le^i to a ej-rtam reaU/.atton of i!,.- .om 

|)lex nature of tlie hieinttlyxiti. 
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goat blmMl and rabbit aernin.l in three other en.«.-j«. how.-ver. he 
waK unable with a rorr«i*i«indinK mi«ie of j.roiedur.' to resslore the 
solvent i«)wer which bad been hwt by mart ivai ion tbiineii pig 
bliK«l and abeep wnnn (tW h; ebeep bl«»Hl an«l rabbit etuiu 
(Caae H): guinea-pig bliKnl and dog neruni (('m.e 111 ) Ibe-!*- r>».uHa. 

to l«i mire, are enntrary to tbow of librlu b and Morgenrotb. v^bo 
obaerv-ed more nr lew markiil le,emo!y>«iM in tlaise ; aine ..aiibrnsi 
timw. 'I'hm* (>p|»osiiig reeulM are, however, evplainnl tint by fbe 
fact that the nmmmt of eimiplemenl rontaimd in the wriint of the 
same HjM*i'ii*« in aiibjeet to indiv'idual and ehnmologii id •< ntinliotw 
within wide litnifa. Jb^nide thix, reeeni exjarieiiem, whe h »»• diiill 
auhaequently iliwuw in detail, have »*hown in* that the ti’inj» future 
at which the Kcnim ia inaiiivabtl m not indifferent for the fum tion 
of the amlioceptor. Jlence it ap|a«ur!* nigiiiliraiil that in ih»w ev*j»« r» 
mente Ituchner inactivaleil the wra hy limting t*» hh** t ' , wherein* 
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hand, and amboceptor and complement, on the other, may vary 
from case to case. Whereas in Case II the decanted fluids were 

TABLE II. 

Absorption of the Rabbit Serum by Sheep Blood at 0® C. 


Amount of 
Rabbit Serum 
Added. 

cc. 

Solvent Power of the Decanted Fluids for 

A, Native 

Sheep Blood. 

B. Sheep Blood 
Previously Treated 
with Inactive 
Rabbit Serum. 

1 0.6 

trace 

complete 

2 0.45 

0 

3 0.35 

0 

almost complete 

4 0.25 

0 

moderate 

5 0.2 

0 

tc 

6 0 

0 

0 


absolutely inactive against native blood (i.e., all the amboceptor 
had been bound at 0® C. by the blood-cells) in Case I the decanted 
fluids were then still active when the amounts of serum added were* 
less than the solvent dose. This indicates that in this case the affinity 
of the amboceptor^s cytophile group for the receptor of the cell is 
relatively slight at 0° C. In like manner the columns B of the tables 
show a certain difference of affinity between amboceptor and com- 
plement. In Case I the decanted fluid still contains the entire com- 
plement; in Case II, on the other hand, a portion of the complement 
must have combined with the amboceptor, for the decanted fluid! 
shows a distinct loss of complement. The separate examination of 
the sediments of the specimens to which active serum was added 
agrees with this; in Case I these sediments mixed with physiological 
salt solution and placed into the incubator showed no trace of solution,.. 
while in Case II the sediments of the first three tubes showed mod- 
erate, little, and trace of solution respectively. 

Both normal hcemolysins {Buchnevas negative Cases I and II) therefore 
correspond in their main behavior. They consist of two components' 
(readily separable by the cold method^') which in their mutual relations’ 
manifest a certain variation in the behavior of their receptors. 

The conditions in these two combinations were favorable for 
analysis of the mode of action by means of our method. In the 
study of Buchner's third negative case, however (guinea-pig blood 
and dog serum), difficulties presented themselves which at first ap- 
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ing the dog serum, and therefore in this case turned first to the com- 
jDletion method. By means of completion of the variously inactivated 
dog serum with other sera which do not dissolve guinea-pig blood, 
we hoped to obtain an insight into the circumstances here presented. 
In this way we were able to convince ourselves that dog serum which 
had been inactivated by half an hour^s heating to 60° C. according to 
Buchner's procedure, is no longer activated in its haemolytic action 
on guinea-pig blood, by the addition of guinea-pig serum. When 
the dog serum, however, was heated only to 55° C. or even only to 
50° C. it was always possible to activate such an inactivated serum 
by means of guinea-pig serum. This was the more readily effected, 
the lower the inactivating temperature employed. It need hardly 
be mentioned that in particular cases we always determined whether 
the serum really was inactive; and this showed that dog serum 
loses its haemolytic property for guinea-pig blood completely, even 
when merely warmed for half an hour to 49° C. We must therefore 
regard it as a fortunate coincidence that the complement of dog 
serum is so markedly thermolahile, for only under this condition could 
it be possible to preser^^-e the amboceptor intact, i.e., capable of react- 
ing, for that body is but little more stable. Whether the amboceptor 
heated to 60° has been damaged in its cytophile or complementophile 
^affinity is still undetermined. One could perhaps also think of a 
blocking of the complementophile group of the amboceptor due to a 
binding of the comp ement taking place at the higher temperature. 
Be this as it may, these experiments certainly show that the 'power 
of a dog serum {inactivated at a suitable temperature^ e,g., 50° C.) to 
he activated by guineorpig serum is lessened by heating the dog serum 
to 55° C. and destroyed at 60° (7. 

Table IV shows such an experiment: 

TABLE IV. 

Completion (with Guinea-pig Serum) of Dog Serum Inactivated at 
Different Temperatures. 


J 

.'iij 



Amount of the 
-Activated Guinea- 


Degree of Solution of the Guinea-pig Blood Mixed with 0.15 
Serum and Inactivated by Half an Hour's Heating to 


oc. Dog 


cc. 

A, 60°. 

B, 55°. 




moderate 



0 

little 

0.1 


trace 


J 


0 


C. 50° 


complete 

strong 

little 

0 


2 

3 

4 
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bear slight warming, in order to remain capable of reacting, we had 
to abandon our custom of inactivating sera by simply heating them 
to 60° C. Thereafter we had always first to determine the minimal 
inactivating temperature for each individual case. The limits of 
temperature can usually be determined accurately; for dog serum 
it is 49° C. We have also tried by means of other complements to 
activate dog serum inactivated at 50°, and have found a suitable 
complement not only in guinea-pig serum but also in human serum. 
In this case also, the thermolability of the amboceptor showed itself, 
for heating to 60° C. destroyed the reactivatibility. In two cases, 
however, the power to reactivate was preserved to a greater or less 
■extent even after heating to 60° C. In like manner dog serum 
could be activated by the complements described when it had been 
deprived of its solvent power by other means. Thus the comple- 
ments of dog serum were absorbed by means of yeast, and by means 
of an anticomplement serum (from a goat) whose normal amboceptor 
for guinea-pig blood had been removed by washing with guinea-pig 
blood. The dog sera so inactivated manifested their amboceptor 
properties when they were appropriately activated. 

In the first two negative cases of Buchner, separation in the cold 
had shown the presence of amboceptors in the sheep and rabbit serungi. 
I now sought by means of activating experiments to find fitting 
complements for these amboceptors in other sera. Naturally, after 
the above experiences, it was necessary here also to first determine 
the minimal inactivating temperature. For sheep serum this is 
50° C., for rabbit serum 51° C. If sheep serum is inactivated by 
half an hour^s heating to 50° C., it is easy to restore the hsemolytic 
action on guinea-pig blood (Buchner's Case I) by the addition of 
fresh human serum. In this way the complex nature of the normal 
haemolysin of sheep serum can be demonstrated. One can also acti- 
vate with guinea-pig serum, although then a feebler solvent action 
is obtained. In both cases the thermolability of the amboceptor 
is readily demonstrated; for by heating the sheep serum to 60° C. 
this can no longer be activated, or only in very ..much less degree.^ 

^ In addition to this I have also demonstrated a thermolability of the am- 
boceptors of goat serum which are activated by horse serum and act on 
rabbit and guinea-pig blood. Repeated investigations by Dr. Morgenroth 
have shown that a markedly thermolabile amboceptor is contained also in horse 
serum. This amboceptor, which fits guinea-pig blood, and can no longer be 
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The combination, sheep blood and rabbit serum (Buchner^a 
second case) presents entirely analogous conditions. Both guinea- 
pig serum and human serum, the latter only in a moderate degree 
contain a complement which activates the amboceptor of rabbit 
serum. The rabbit amboceptor, however, is evidently of more stable 
constitution; for even after heating to 60®, its solvent power can 
be completely restored. I can therefore confirm the facts found 
by Buchner in this case, namely that sheep serum is incapable of 
restoring the solvent power for sheep blood. This, however, accord- 
ing to the above statement, is naturally no argument against the 
complex nature of the hsemo'ysin because not every serum need con-- 
tain a fitting complement for every particular amboceptor. 

Provided that sufficiently numerous combinations are examined, 
the completion method as a rule leads to the positive demon- 
stration of the amboceptors. The ‘‘separation in the cold^' on 
the contrary, owing to the peculiarity of the combining relations 
of the separate components, is entirely inapplicable in a number 
of cases. 

Gruber, the second author to come out against the conception of 
the complex nature of normal serum hsemolysins, sought to demon- 
strate amboceptors in a number of normal sera, by means of “ sepa- 
ration in the cold.^' In view of the preceding it is not surprising that 
he failed in a number of cases to effect a separation of the hsemolysin. 

Ehrlich and Morgenroth in their second communication on hae- 
molysins have already analyzed the conditions for separating the 
interbody by means of absorption, emphasizing “ that the solution 
of the 'problem therefore is now possible only under either of the two 
above mentioned favorable conditions; (1) When the two haptophore 
groups of the interbody differ greatly in their affinity; and (2) when^ 
by means of a combination whose discovery depends on chance, an acti- 
vating complement is found.” 

The limitations of the two methods applicable to an analysis 
of the complex nature of hsemolysins, are therefore sharply defined. 
In any individual case when one method fails, it will always be 
be necessary to make use of the other in order to gain an insight 
into the constitution of the hsemolysins at all commensurate with 
the means at our disposal. The schematic application of only one 

activated after heating to 55® C. can be shown to exist in active horse •serum 
(which does not dissolve guinea-pig blood) by combining and completing it with 
guinea-pig senim^ 
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effect complete hsemolysis as complements in amounts in which alone 
they are entirely inert) we could furnish positive proof of the presence 
^of amboceptors. 

Buchner and Gruber have therefore described a total of seven 
cases said to show pure alexin action; and these cases were held 
by them to be sufficient to decide in the negative the entire question 
of the complex nature of the normal serum haemolysins. Against 
this we have in all these cases brought positive proof that the alexin, 
conceived by Buchner to be a simple unit, always produces its effects 
through the co-action of two components, the existence of which is 
demonstrable in different ways. We must therefore uphold Ehrlich 
and Morgenroth^s view, that normal and artificially produced hcemo- 
lysins exert their action according to exactly the same mechanism. 

We do not yet possess a method generally applicable to demon- 
istrate the complex nature of the hsemolysin, and even a thorough 
analysis, therefore, need not necessarily achieve the desired result in 
•every case. The method adopted by Muller ^ for demonstrating 
the amboceptors in chicken serum, which is haemolytic for rabbit 
blood, is of interest in this connection. When the usual methods 
failed he found that bouillon injections caused an increase in the 
amount of complement in the chicken serum without affecting the 
amount of amboceptor. This led him to recognize the complex 
nature of the haemolysin, a fact confirmed by the successful activa- 
tion of heated chicken serum by means of pigeon serum. When 
therefore in, isolated cases the separation does not succeed accord- 
ing to the methods heretofore employed, such results, the product of 
incomplete methods, most certainly do not argue for a simple alexin 
action. We hope that the employment of the lowest possible tem- 
peratures in inactivation will result in increasing completion ” 
possibilities and make the demonstration of the complex consti- 
tution of the haemolysins easier in difficult cases. At present this 
demonstration has failed only in the case of eel serum (which, to 
be sure, is very peculiar in its haemolytic behavior) , for thus far no 
fitting complements have been found for this serum. In all other 
cases of haemolysis through normal sera, which have been investi- 
gated for this purpose, according to our experiences positive proof 
of the presence of the amboceptors has been furnished. 

The normal bactericidal sera also owe their bactericidal power 




* P. Miiller, 1. c. 
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to the co-action of two substances. Pfeiffer^ furnished the first 
observations which led to this view when, in 1895, he succeeded 
in restoring the bactericidal power of inactivated goat serum in the 
peritoneal cavity of a guinea-pig. Moxter^ subsequently demon- 
strated the presence of normal bacteriolytic amboceptors by means 
of reactivating experiments in vitro. And according to the numerous 
investigations of M. Neisser and Wechsberg in this Institute, all of 
the bacteriolysins of normal sera which they investigated, are of 
complex constitution. This is natural because in the cell-destroying 
'properties of normal serum, as in the development and increase of these 
properties through immunization the mechanism is exactly the same 
in principle, although, owing to the multiplicity of the reaction products, 
the action of the latter appears more complex. 

In my investigations of the cytotoxic properties of normal serum 
I have included the widely distributed spermotoxic function. Accord- 
ing to the unanimous opinion of all authorities the specific spermo- 
toxin produced by immunization consists of two substances. Thus 
far, however, this has not been demonstrated for normal spermo- 
toxin, and Metalnikoff^ has regarded the impossibility of reacti- 
vating the heated normal spermotoxic serum as an important diag- 
nostic means to differentiate the latter from the specific immune 
serum. In opposition to this, by means of suitable mixtures, I 
was able, here also, to convince myself of the complex nature of the 
normal spermotoxin. After the spermotoxic property of rabbit 
serum for guinea-pig spermotozoa had been destroyed by heating 
to 56° C., I was able to restore this by the addition of guinea-pig 
or horse serum provided I mixed the inactive rabbit serum and guinea- 
pig serum in the proportion of 3:1 or 3:2. In that case the guinea- 
pig spermatozoa were killed after 12-15 minutes, whereas, in the 
control test with inactive rabbit serum or active guinea-pig serum 
alone, the spermatozoa showed lively movements even after IJ-li* 
hours. The proportion of amboceptor and complement employed 
by me is in direct contrast to that recommended for immune sera by 
Metchnikoff and his co-workers. The reason for this will be under- 

^ R. Pfeiffer, Weitere Mittheilungen fiber die Spezifischen Antikorper der 
Cholera, Zeitschr. f. Hygiene, XX, 1895. 

*Moxter, Uber die Wirkungsweise der bacterienauflosenden Substanzen 
der thierischen Safte, Centralbl. f. BacterioL, XXVI, 1899. 

® Metalnikoff, Etudes sur la Spermotoxine, Annales de ITnstitut Pasteur, 
1900. 
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stood when the high degree of amboceptor concentration in immune 
sera is considered. In my case larger amounts of guinea-pig serum 
must be avoided, because in large doses the guinea-pig serum by 
itself finally exerts a toxic action on guinea-pig spermatozoa. This 
agrees with a statement of London (1. c.) that most all normal sera 
contain autospermotoxins. 


Subsequent Note. — In the meantime the French translation of a study by 
London, which had already been published in Russian, has appeared (Contribu- 
tion.^ r^tude des spermolysines, Archives des Sciences Biologiques, T. IX, 1902)> 
which shows that this investigator had also already recognized the complex con- 
stitution of the normal spermotoxin. 

Our views concerning the complex nature of haemoylsins have recently been 
confirmed by Flexner and Noguchi through the successful separation of am- 
boceptor and complement in the cold (Snake venom in relation to haemolysis^ 
bacteriolysis, and toxicity. Journal of Experimental Medicine, vol. VI, 1902). 



XVIII. CONCERNING THE PLURALITY OF COMPLE- 
MENTS OF THE SERUM.i 

By Professor Dr. P. Ehrlich and Dr. H. Sachs. 

The continued study of the haemolysins of blood serum has not 
only considerably extended our knowledge of the origin and mechan- 
ism of the immunity reaction directed against cells, but has revealed 
to us an unsuspected complexity of cellular metabolism to which 
the numerous protective bodies circulating in the blood owe their 
existence. It is probably everywhere conceded at the present day 
that the specific cytotoxins produced through immunization consist 
of two substances, amboceptor and complement; and we must regard 
it as proven that the cytotoxic substances in normal serum are also 
of complex constitution.^ A simple alexin action, in Buchner’s sense, 
does not exist. But even within the limits of this complicated field, 
Ehrlich and Morgenroth through their experimental work, have 
come to a further pluralistic conception, 30 that the closer analysis 
of the factors making up the cytotoxic function of a serum is enor- 
mously complicated. Thus it has been found in immunization with 
cells, that not merely a single kind of amboceptor is developed in 
the blood serum, but that a large number of different types of ambo- 
ceptors appear, which vary both in their cytophile and complemento- 
phile groups. Furthermore, a number of facts and theoretical con- 
siderations (discussed in detail in the Sixth Hsemolysin commu- 
nication) could be satisfactorily explained only by the assumption 
of a plurality of complements, and were absolutely irreconcilable 
with the Unitarian assumption of only one complement in each serum. 

After all this one might well regard the pluralistic conception 
as well founded, and abandon all further theoretic argument along 
this line. But Bordet,^ the strongest supporter of the Unitarian 

^ Reprint from the Berl. klin. Wochenschr. 1902, Nos. 14 and 15. 

^ See the previous study. 

® Bordet, Sur le mode d'action des s4runis cytolitiques, etc. Annales de 
rinstit. Pasteur, May, 1901. 
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piemen tophile groups. To one, therefore, conversant with this con- 
ception, Borders conclusion cannot appear otherwise than forced.. 
The unity of the complement would only then be demonstrated 
by Bordet's experiment if in the immune serum employed for absorp- 
tion but a single complementophile group came into action, and 
not a plurality of groups. 

Despite these objections raised against Bordet's evidence, and in 
spite of Ehrlich and Morgenroth's previous positive demonstration 
of the plurality of the complements, it seemed advisable, owing 
to the importance of the question, to enter once more upon a thorough 
investigation of the subject. We at first confined ourselves to the 
complements which effect the haemolytic actions, and have been 
able to bring forward a large number of new and more conclusive 
proofs for the diversity of these complements in the same serum. 
These investigations have in part already been mentioned by Ehrlich 
at the Congress of Naturalists in Hamburg. 

The method of the experiments was guided by the following 
considerations. If only a single complement is present in a cer- 
tain serum, it follows that all the complement actions of this serum 
would be weakened equally by any given influence, chemical, physi- 
cal, or thermic. If, on the contrary, our view of the plurality of 
complements is correct, it should be possible through appropriate 
experimental conditions to influence the serum in such a way that 
only a part of the complements will be destroyed, while others remain 
intact. Not only the absolute inhibition of the action of a few com- 
plements, but also marked quantitative differences in the impair- 
ment of the individual completions can only be satisfactorily explained 
by the assumption of different substances as carriers of these prop- 
erties. A single complement would have all its functions impaired 
equally. 

We have especially subjected the complementing property of 
goat serum to a thorough analysis, using for this purpose five different 
combinations which can be activated by goat serum. For simplicity's 
sake, we shall designate them by the following numbers: 

Case I. Guinea-pig blood — inactive normal goat serum. 

Case II. Rabbit blood— ‘inactive normal goat serum. 

Case III. Rabbit blood — inactive serum of goats immunized with 
rabbit blood. 

Case IV. Ox blood— inactive serum of goats immunized with 
ox blood. 
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plement HI wjw n!i«> afTwled, W) that usually ojii* itttti uni- half l«» 
two hours digestion, tin; gout serutn was fiitirely ticprivisi of nil ils 
complernents. 

Treatment with alkali in place of papain •iigi'Stion gave aiiidogoui 
results. We iniwle use of scalii and prociishsl as follmv. , pj te, 
goat S(*ninj to w ich I cc. 7*,' soila solution liiul Issui .'ulded, were 
kept in the ineuhiitor f(»r <tne tind one.«)nurter Imurs, and fhi-n limit riil- 
iml with hydrochloric lo'id. 'I'he solvent jsiwer was eoiuparitl with 
a goat amiin whicli hy the siinultaneou.s addition of soda ami hydro- 
chloric aeid, had laaui hrought to the same eoneenlnifion of salt 
without having been su!ijef;te*l to thi^ damaging influence of ihii 
soda.* (Hee 'lable H.) 
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TABLE III. 

Half an Hour’s Heating of the Goat Serum to 50® C. 



Solvent Power of the Goat Serum. 





What is Left of the 


(a) 

Heated. 

(fe) 

Normally. 

Original Solvent 
Power. 

Case I 

II 

III 

IV 

V 

1 . 0 trace 

1.0 

0.08 complete 
0.035 

0.75 

0 . 1 complete 
0.25 

0.01 

0.035 

0.02 

1 almost nothing 

i 

1 

TfV 


difference in the diminution suffered by complement V and that 
suffered by complement III. This is so marked that merely a com- 
bination of the above three experiments already furnishes positive 
proof that the complement actions in III, IV, and V proceed inde- 
pendently of one another, and are effected by three different comple- 
ments. 

But against this method of proof the objection might be made 
that in the end we may still be dealing with simple [einheitlich] com- 
plements and that the results of the experiments mentioned do not 
necessarily indicate a plurality of complements. It could be assumed 
that the view we have expressed concerning the plurality of the 
complements was true only in a certain restricted sense. Thus it 
would be possible that the complements possessed but one hapto- 
phore group, but a plurality of zymotoxic groups of which one effected 
the damaging action in any individual case. It could then easily 
be imagined that the various zymotoxic groups differ from one another 
in their behavior toward chemic or thermic influences, so that per- 
haps one was injured by papain, and another by an alkali. In order 
to decide this possibility either one way or another it seemed advis- 
able to undertake absorption experiments. In case of a simple 
complement with different zymotoxic groups, the complement would 
be absorbed as a unit, whereas in the other case, differences such 
as we have already observed on heating, etc., would be expected to 
occur. 

Because of the great significance of obsorption, we regard these 
experiments as particularly valuable. Our first experiments were 
made to see if the complements, like so many bodies known to chem- 
istry would adhere to granular substances of various kinds by virtue 
of surface attraction. Bone charcoal, skin powder, lycopodium. 
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and diatom earth, which we employed for this purpose, all proved 
more or less unsuitable for the absorption of complement. A stronger 
absorbent power on the other hand was exhibited by organized mate- 
rials, thus confirming the statements of von Dungern.^ Suspensions 
of staphylococci, when used in sufficient quantity, were able to abstract 
the complements quite energetically In like manner yeast powder 
is an excellent means to deprive a serum of its complement prop- 
erties. A separation of the complements, however, was not achieved 
by these experiments. 

We are inclined to believe that in these cases the fixation of the 
complements is due to physical absorption and not to definite chemi- 
cal union. This view is the outcome of the positive results obtained 
in the absorptions when we employed blood-cells which had been 
mixed with suitable amboceptors, and which, according to our views,, 
were able to bind complements chemically. If blood-cells which 
have been saturated (sensitized) with a normal immune body or 
with one artificially produced are shaken with a certain amount^ 
of complementing serum, it is very easy to determine that in con- 
formity with the results of Bordet^s experiments, the complement 
properties possessed by the normal serum have in most cases com- 
pletely disappeared with the onset of hsemolysis. It was just this 
phenomenon that led Bordet to his Unitarian conception. Yet even 
in this absorption it is possible by means of suitable methods to 
convince one^s self of the diversity of the complements, for by making 
the time as short as possible only those complements are absorbed 
which possess the strongest affinity for corresponding complementophile 
groups. Naturally experiments of this kind are difficult and require 
considerable variation. But it is usually possible to finally devise 
a suitable method of procedure. An interesting case studied by 
us in this respect is the combination rabbit blood and goat serum 
(Case II). With sufficiently rapid digestion (2 to 3 minutes at the 
most, possibly with the aid of gentle heat) the decanted portion 
showed a considerable loss of complements for Case IV or V, or for 
both, without suffering any injury in the rest of its complement 

’ See p. 36. 

2 The same results were obtained by Wilde (Berl. klin. Wochenschr. 1901, 
No. 34) in absorption tests with anthrax, cholera, and typhoid bacteria; but 
to conclude from this that the alexin is a simple unit, as Wilde does, is not per- 
missible in view of our above statements. 

“ This amount must be determined separately for each case. 
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20 cc. goat blood are treated with tlie stromata from 53 cc. guinea- 
pig blood. After absorption has occurred the mixture is centrifuged 
and the complement action of the fluid compared with that of nor- 
mal goat serum. (See Table V.) 

TABLE V. 

Absorption’ of the Goat Serum by Guinea-pig Blood Stromata. 



Solvent 

Power 

(a) Of the Decanted 
Pluid. 

(5) Of tke Normal 
Goat Serum. 

Case I 

1 .0 faint trace 

0.15 complete 

II 

1.0 

0.25 

III 

0.1 complete 

0.1 complete 

lY 

0.15 complete 

0.04 complete 

Y 

0.15 complete 

0.15 complete 


^ Hence after the absorption, the complements of the normal hsemo- 

lysins had almost completely disappeared, while complements III 
i and V were entirely preserved. Complement IV occupies a place 

( between these, for in this case also a partial absorption could not 
be avoided. Its behavior very prettily confirms the demonstra- 
tional ready made by us of this complement’s peculiar isolated 
position. 

I Entirely analogous results are obtained when, instead of using 

guinea-pig blood stromata, a series of experiments is made with 
red blood-cells, using the red fluid obtained when the red blood-cells 
have dissolved directly as complement for another combination. 
[ In such experiments we could show that the blood solution thus 

•obtained had lost complements I and II and contained only the 
; ‘Complements for cases III, lY and Y. This method of procedure 

blood hsemolysin (aniboceptor4- complement) of normal goat-blood serum, 
it is necessary to absorb with a large excess of guinea-pig blood stromata. It 
then readily happens that some complements other than those belonging to 
the two normal hgemolysins suffer injury to a greater or less extent. This 
was observed especially in several cases in which, in order to render easier the 
complete binding of the complements for the normal hsemolysins, the guinea- 
pig blood stromata had been sensitized with a large amount of inactivated 
normal goat serum. In that case, evidently, several partial amboceptors present 
in the goat serum in relatively small amounts and possessing affinities also 
for the other complements come into play. 
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plement for goat blood disappeared after the injection while that 
for the immune body sensitizing ox blood remained intact. The 
following test may serve as an example: 

A rabbit of 1900 g. is injected intravenously with 22 cc. goat 
blood. The change in the solvent power of the goat serum which 
results from the injection may be seen from the following table: 

TABLE VII. 


Blood Species. 

Solvent Power of the Rabbit Serum. 

(a) 

1 (&) 



Before the Injection. 

After the Injection. 

Goat blood — inactive normal rabbit serum 
Ox blood — inactive serum of a rabbit im- 

0.35 complete 

1 .0 no solution 

munized with ox blood 

0.05 “ 

0 . 25 complete 



Similar results are obtained in the absorption of rabbit serum 
by means of goat blood in vitro, so that this experiment already justi- 
fies us in assuming two different complements in rabbit serum. 

In one of these, experiments with goat-blood injections the hae- 
molysis of pig blood by means of rabbit serum was also tested, and 
it was found that the complement of the normal haemolysin for pig 
blood, like that for sensitized ox blood, had remained unchanged. 
Neither was it possible by means of intravenous injection of pig 
blood to separate these two complements of rabbit serum, for in 
this case, contrary to their previous behavior, both were absorbed^ 
while the complement for goat blood remained in the serum. For 
the present we must therefore content ourselves with the knowledge 
that we have brought forward positive proof of the existence of two 
different complements in rabbit serum; a proof which is strongly cor^ 
roborated by the divergent behavior of the two complements in the 
absorption with goat blood and pig blood respectively. 

The difference between the two complements also manifests 
itself in their different vulnerability to papain. While the com- 
plementing power of rabbit serum toward the artificially produced 
immune body for ox blood suffers considerable diminution under the 
influence of papain digestion, the complement of normal haemolysm 
for goat blood is hardly affected, so that this experiment also sub- 
stantiates our demonstration of at least two complements in rabbit 
serum. 

Some rather cursory tests were finally made with dog and guinea- 
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If we review all our observations, they show that in the ques- 
tion of the complements the Unitarian conception leads to a con- 
fused mass of inexplicable contradictions, and that it must there- 
fore be abandoned. All experienceSj on the other hand, harmonize 
best with the assumption of a number of different complements in the 
same serum. Sober consideration, in fact, makes this appear as 
the necessary consequence of such a multiplicity as has been demon- 
strated anew by these experiments. It is a satisfaction to know 
that in the Institut Pasteur a high authority (Metchnikoff ) ^ has 
also given up the Buchner-Bordet conception of the simplicity 
[einheitlichkeit] of the alexines, and has come to the conclusion 
that there are at least two complements in the same serum. Metch- 
nikoff found that the exudates rich in macrophages acted hsemo- 
lytically, but were unable to effect bacteriolysis. On the other hand 
the exudates rich in microphages exerted a marked bactericidal action, 
but were incapable of dissolving even sensitized red blood-cells. 
Metchnikoff concludes that these two kinds of cells produce two 
■different complements, one, which he terms microcytase, effects the 
bacteriolytic actions, the other, macrocytase, is the carrier of the 
functions which destroy animal cells. He emphasizes that the 
demonstration of the duality of complements does not affect the 
correctness of Borders experiments, and he says in explanation of 
Bordet^s results: ^^11 n^y a qu^^ admettre que les 61 Aments figur6s, 
une fois quhls sont impr6gn6s de fixateurs sp6cifiques, deviennent 
capables d^absorber non seulement la cytase qui les dig6re, mais 
aussi une autre qui, sans les dissoudre, se fixe simplement sur eux.^' 
So far as this is concerned we should like again to emphasize 
that we also have not questioned the correctness of Bordet^s experi- 
ments, but have merely objected to the Unitarian conception deduced 
therefrom. The old controversy concerning the two views would thus 
be ended, and definitely decided in favor of our view. 


' Metchnikoff, LTmtnumt6 dans les malaclies infectieuses, page 206, Paris, 
1901. 


XIX. CONCERNING THE MECHANISM OF THE ACTION 
OF AMBOCEPTORS.^ 

By Prof. Dr. P. Ehrlich and Dr. H. Sachs. 

1. Blocking of the Amboceptor by Complementoids. 

The complements which activate the amboceptors of blood serum 
are, as is well known from the experiments of Ehrlich and Morgen- 
roth, like the toxins characterized by two groups in the molecule, 
viz., the haptophore group, which combines with the complemento- 
phile group of the amboceptor, and the zymotoxic group, which 
represents the actual carrier of the complement’s specific function. 
In complete harmony with this, Ehrlich and Morgenroth^ could 
show through the production of anticomplements by heating inac- 
tivated sera, that the complements, like the toxins, under certain 
circumstances are changed into inactive modifications. These mod- 
ifications are stiU able to excite the production of antibodies, and 
must therefore possess their haptophore group intact; in analogy 
with the toxoids, therefore, they are called complementoids. Although 
the presence of the complementoids could easily be shown by means 
of animal experiments, it was impossible to demonstrate their react- 
ing power by means of hsemolytic test-tube experiments. The 
reason for this was that a decrease of the complement action, such 
as was to be expected in the inactivated sera (which really con- 
stitute a mixture of amboceptor and complementoid), did not occur, 
even when the complementoid was present in large amounts. Ehr- 
lich and Morgenroth have therefore assumed that in the change from 
eomplement to complementoid, the affinity of the complemenfs hap- 
iophore group suffers a diminution, A similar assumption has been 
made by Myers ^ for the toxoids of cobra poison. 

^ Reprint from the Berl. klin. Wochenschr. 1902,, No. 21. 

* See page 79. 

« Myers, Cobra Poisons, etc.. The Lancet, 1898. 
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TABLE II. 
Guinea-pig Blood. 


Inactive Dog 
Serum. 

Amount of Solution of the Sediments 
on the Addition of 0.4 cc. Guinea- 
pig Serum, after Previously having 
been Treated. 


cc. 

(A) At 0°. 

(B) At 37®. 

1. 

1.0 

complete 


2. 

0.5 

C { 


3, 

0.35 

t { 


4. 

0.25 

1 1 

r 

5. 

0.15 

almost complete 


6 . 

0 

0 



the amboceptors, that this binding will not take place if the experi- 
ment is performed at 0° C. These considerations confirm our view 
that the impossibility of activating the blood-cells sensitized at 37° C. 
is due to a blocking of the complementophile amboceptor groups of 
the dog serum by the complementoids of the same serum. 

2. It still remained to show that the substance which prevented 
the binding subsequent to the binding effected at 0°C., was really 
present in the fluid medium. This could easily be shown in the 
following manner. Two parallel series of tubes with guinea-pig blood 
were treated at 0° C. for one and one-half hours with inactive dog 
serum (i.e., containing amboceptor + complemento id). The tubes of 
series A were then centrifuged and the sediments, freed from fluid, 
suspended in physiological salt solution; the tubes of series B were 
left unchanged. All the tubes were now placed into the incubator 
for one hour, then centrifuged, and the sediments mixed with active 
guinea-pig serum and physiological salt solution. In the tubes of 
series A solution ensued, the blood-cells of series B remained undis- 
solved, as can be seen from Table III. 

The substance which caused the blocking of the ambocepters was 
therefore contained in the -fluid portion of the blood sensitized at 0°; 
for in series A, in which the fluid medium was decanted, the blood- 
cells although subsequently kept at 37° C., could still be activated. 
In series B, on the contrary, the complementoids stfll remaining 
free at 0° C., were bound when subsequently kept in the thermostat, 
and so prevented the completions^ with active serum. From aH 
this it follows that we can be dealing only with complementoid action 
in the test-tube, and the correctness of this view is confirmed in 
another way. 
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TABLE III. 



Amount of Solution of Guinea-pig 

Inactive Dog 
Serum. 

Blood on the Addition of 0.4 cc. 
Guinea-pig Serum. 

cc. 

Series A. 

Series B. 

1. 1.0 

complete 



2. 0.5 

1 1 



3. 0.35 

strong 


0 

4. 0.25 

moderate 


5. 0.15 

1 f 



6. 0 

0 




3. We know from the studies of v. Dungern ^ and Erhlich and 
Sachs^ that yeast constitutes an excellent means of removing the 
complements of a serum. If we prepared an inactive dog serum by 
treatment with yeast instead of with heat, or if w^e allowed the com- 
plementoids of a serum inactivated by heat to be absorbed by yeast, 
it was found that a dog serum so treated was no longer capable of 
causing this ''blocking’’ phenomenon. Haemolysis occurred in like 
manner whether we added the activating guinea-pig serum at once, 
or first kept the blood-cell — dog-serum mixture in the thermostat 
for an hour. (See Table IV.) 

TABLE IV. 


Amount of Solution of Guinea-pig Blood on the 
Addition of 0.4 cc. Guinea-pig Serum after 
Remaining at 37® C. for One Hour. 

Dog Serum Inactivated. 

(A) 

By Shaking with 
Yeast.* 

r>.. 

(a) Shaken with 
Yeast.* 

(6) Employed 
Directly. 

complete 

C ( 

almost complete 
strong 

0 

complete 

t i 

1 1 

almost complete 
strong 

0 


■ 0 


Dog Serum, 


1.0 

0.5 

0.35 

0.25 

0.15 

0 


* 6 cc. serum are shaken with 0.2 grams yeast. 


The complementoids had simply been removed by the yeast and the 
isolated amboceptors reacted in normal fashion. 


* See page 36 et seq 


* See page 195 et seq. 
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!iii|4 " 1 hrMni*!} r^lrtivr.r iir» im! J-riltir |,* 4. 

lijn«* lil-rli ul4«‘ tfia'r I iJilrf iLr-i.r r|f rii|||;-i! '•Uirr:-.; . |>r*i\nir4 

llir -x 4r\ rlfiljril |iV rinrrrr!, af -'4ai»yj4 

t*i fhi* I4*w'kii4^t Ay *^4 

i-iiliri-rtf nf lariilJi-l ^-rtu-'H nf itiAi-h mjiA |*ig 

liliMul i»i ^vliirl'i iii;irir*'r 4*»|,^ prfiifii iii44 Ji44r4 !!i«‘r«4#fff* 

lir|#t Ilf lirinr, li.m it4! l#i*rfi 

Ip 14*^<I til *'if l}jr ill thr i?!fr|:i|,»f || *4 | IV I'IiIh in |4 it i*»ll * li^ 

Pjw^rilll U*HiH in r,i|!ir*'!y iIp* t3:i*1ll*i|y l|r 

inii?ili rvrii «4 liifgr iiinMniit.'- (I rr j tif nctn'*- I1w rr'^ill. 

<if ihi* rorri'"i|4iiii4^'-4 r\fir!|v f*i »pir r%|xi''rf.nf 'tli«’ 

*'»f ri'lki m|.iir|| Ar'«-fl tfr.lili’^l 

riinitififiiiiin ri:*iil4 l^r riii'ii|4rrrii4st^^-4 Miili ittiiririi-iiif 

prrilflli ulirfi’ll.w III t}w rifiii"? ^rri«^ lip m4'^iii*ni*r iM'riirrrfl. 

Tb*' nfuihi^n}i ii/ fInM m.»r jutniihi'M fbr fir^l pruml k'?/ 
rjFpf'fimrnln. fhni rmufirmr-nUnih^ flp- iipirim' «| ill#* 

fmnf*b"tfn’nin, rS’HMl %n fli*' %muh'r€ mmm, T«i 1^* m'‘rti 

tAfif «»\|.wlr|irP rt*l||«| ti«l ii|;»|^'«ir f**r* III riiif 

fifUfiiffii, ill*" |w.#ilii!ity *4 |4r*i«|iirifi^ iii«!i|.ip#lii5^. }ifii:l 

flirflWii^i ii4 t}ir jiriwn'iiii#ifi nf lli*-* r''«i||ij4r'llirm'"i' |ilij.il,«|i|irire 
In tip* iiiiiriiriit#'^l ^rrnifM 

* Mmht^ ih^mumng 4«irrli I 

Vtti, :m, mrj 

hf %\m m m$r «i<li 

lIlP r«4||«||i|r»f|4S f4 ll#» r**'!! m |l 

%$si il»#i il#« m^mn *4 <l»« e»ll# i» ttsmi i^y ik;»l 

liirp^-r^ Si^ rlirlpitM *4 i4Ii4 

|4rtlirr<< Iliilt fl'ltt r:^l 1 r^rft m^f-h #«l fll^llfr'ifrii^ r f® iw'r'tl lli-r 

f^i'l |ji*ifii«i t*iii hf Ktmtr dtliiirli || mi4 Hu-il 

friiifpi® ky tli* 

ft44iii«iit *4 

• 111 %'hm «f lllk I *lir*»j|4 finl !«» ll*r frf**i^r 

iff »ri #4 ilsr 
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L'l.'i 


liiMrtivr* !»»»« 
Hitriifw. 


I \ i \ 

rr, Cl.l^rr. llh\rr.itHh*‘;, S»l’l I 

. • V I 

I (I r*»tti|i|rN» : i 

0 r$ i ' 

fi :ir> : liffli* ^ ; 

0 2/^ tfm’i* ;; 

i f 

In tci llii’ ii;*«tinl hf*liitvifir ut* niii-sf n'iMnfin’ ftijif in flii* 

eanc'* flc*^4rri!M‘fl tlic* ##/ tfa amiph mt nt han ni*t Mufp'ri’fl nit?/ rtiri- 

BidiTaiilr iiterranr ihrtffttjh thr ItmmildiU ttj rttmpIrmrnUn*! . 1 ii-i 
giippnrtrcl I'llwi liv iiri whrh %vi'* nimli' in tinirt fn lirtit'' 

rninr thn iil. whirh tin* niir'IinniHt «»f th*' 

( di*r k.k, lirf m Wirii, Wi*ni**r 

HM)1. %ih 51): 

**If fill iifitniitil k ivitlt nmrtiv*’ m'^fnm *4 fijn'inr* 

ifiMtewi of iM'lii’o m^rurfh k h loiifol flint il« mrmn Imm-impn rlinffoil 

wifti ftntiroiti|ilorrii*til ; prrwif flint llio nlw ■ -liko m'ory tiling in ifii^ 

world ■■■■‘■■■‘rmitnlm a lin|il«i|ili»it* gmnp aii«l nii «oti%"r» tlio Intlf^r liiin^ 

toniiwl tymtHimk\ A.fi a of flio tho ^r«ti|i k 

doHtniycKi; tlin liiipt4i|»liiMir* grtinp nniiftirw Intari. $i pmuHmmurm nf 

thii i4iiMiioilatifiii of i:!i:»iti|'4oitiftiit4»«i aiirl llio |irt«iitrtifiii of tlw , 

Bo far, giMwI. Kow, liowii%*ifr, no roffiit to a |Koifit If flip 

foriiploriioiii df*|irlvi*il of nyttmUitw gfiiitp ii-^ 

group, It ifiii.«t I'ltill Ilf* alilif it» find lloii' lliioi 

dmm it liiip|ii*ii tliiii an anfi^^riiiti agfiiii lyllr oti ilio iifltli 

tion of Hiiit-ahlo ooitiplfoiif^iti Cw’tiro noriiiiil a pliotifOiir-rioii nffO'li. 

iwrorilirig to iClirlirli (dmpitm Iff. Worli«lii*rgn m «l*io to flio Ifiriioiiioii ##f ly^in 
frciiii afiil»of?<?|il<ir itiiii pumpkmmtii. If thu liiipti#|»lif»rr gro*.i|i *4 tlii*' 

fiiP4 lilmwly by ihti t»l ilio old riiinplofiiont, ilo^t 

fiifoitriifl,' it fiiittdy h iiriablo to liifi*! now rtiniplrfinoit., Hofiro by lirninig 

Ciiiiirti^itiing) lint Pf^rtiin tli« Itiiptoploiro gfoop of llir* rot«|i|ptiioi}f rtmmil 

iifivo reiiiftiiitfd iifii’liaiigoil; it limv*! oonip|i’‘i«4y nlliiiitf for 

aiiit«M!optor. griillonion, I likti to k#io%v wbai h hU of tlni rtuti- 

ploiiiont liftor tliw liifiilitig? 'fliff mumhmk gf*otp k 4o«i.r«iy»*fb tl|i^ 

group mi oliittigoil tliiit it k not mm%mm%hk\ Kotfiinic nntmum of iIip rofiipfp* 

riioiit oxoofft FJirlirli*« w4«li floii itliiilpnf it iiiigliS l»t |t4t^ 

wfw* if wfnilii ririt liiiminriir.f* witli tho tlirory* It i*i ilii--* ilmi firoiir#*! 

in th«* ntoii’r ilo'* nattio of 

Tiiii’^ far tiroLri! I ‘'.bail ni'iaiti lioiii mty rriioirk^ for %\hirli 
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: »4 ,^m| »}!}*• fH » 4 itir |»i *4 

O lOigfrO. Sli*^ 

h*’**} l*m« f'lif Mf 4 «< IlMijt !»» JV ■’ « ' 4 # 

fh** ‘4 O 't * $i. Mil 

lljr* IjsiviOiS l‘ri«A 


21(1 i\ i\nit M1V, 

|i!i‘iiit*iiffuil .Hfill lakt'-H j4iin\ hi mr tr^ Iml nn ii|i|irrix* 

iiiiiiti* rrif4‘rioi4 {nr nifiintv *4 ili*' niii}|4*iii«ii!^n4. IriJin 

t}l«* l^iwi-r to \iV ||V llif^ imitit ;i }4*W»4 rrlb 

im*vl*m4y nt mitk narir^r- if*- if M-rtiiii 

it wim m^vti flint nt n ii4««|rfiitr ^4 

fnlil'S |4nf’«% aii»l | fr- fpl r*'|li lilfr'Ailx | «* 

nf S'ik, n-h U’ *^«'**ii Jli tli«' : 

I \'t 

< I ■■?■< Is 1 ! i a I 'i^ «--3) 'livr- :,% 'ii is *. .i = -■■< ■< f H .e f 

♦ I ig iSt-fiesr I’S'jr ^ I <..i at 

4 , 41" * . < |l ;r » \ ] «■ < I f ^ fi* S , 

1, I II I r*nif|4rf*’ j liif-wlrlii!*'- 

2, fl » r*frf|*k!r' 

3. ti r* ] nifi.m I 

4. 11 :it$ \ fiimirnitf* j link 


i i filiril If flirt-* i f| 

j' -i 




Krvrrllif^rw %rr ln'-lirvi* tlmi «n"-rti m thm- rm^r a ri''ri;iiii, |.lifii||^,|i 
rfisl'it* ill till** iilliiiit^v hm firrtirml iii i!if" rtiiiij.il«iiir'niiiii..i 

furrimtifiii. At tkr fnrt m fiivnr «4 t}ip, iliiii m"i!ti ilir 

i%iiiiii!fiii$i^-»itH ii#14it?**n *4 iiiartivi* FrPiiii Ci r , iiiril**fr«''|ftifir » riifii- 

iirt4 iir^tivr m*tnm mhtiwrn *4' I In* i|iiirii*ii-|4g 

tilfunl iirri|fi«, rii4*"r fl'nw rimiiriHt4ili«w„ in ivliirli Ijir lirtil»fn*»jitirir 
tilii^ ImiIIi ryiinjilf'iririi! iili4 ririiii|-:»iriii«“flffi|fi t*i fmin, tjir fiiriiirr 

m jirrlrrml. Wlim. fiii4 il m fw^ililr Iry |*fr%’iriii:f« imil* 

llirfil milfi rtiinj4«3li*‘nt*ii4 tfi l4*M-'k t|ir r«nij4rflirf|l!H:i||||r grttllf'i «if 
till** iiiiil.iiirrjit«tr f*.#r ill*-' m-r ^Imll 

rxj'iliiiii flii-t* iw-»t rrit4il;y l»y iwilliiitiH Ikai #i|lrf Iht 
hm Irrti timlumd, llw %mwn IwrumuM prtmt, Alifititinil# |4iril«'iftirflll 
iirr rriiitftwiii in Hiiw fk-tiiiiit* hm iliiii iIp’ tinkitt 

iiipi.#stiiil 

mf mUmmtmmti m %tm ImH, ilin*- ili# ffi«pi 
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of diphtheria poison in the animal body, at first a loose one, soon 
becomes more and more firm so that it cannot be broken up even 
by very large amounts of antitoxin. Madsen's ^ experiments, to 
liberate, by means of antitoxin, tetanolysin which had been anchored 
by the blood-cells, also confirm this. 

Blocking by means of complementoids is also of value for the 
technique of demonstrating the presence of amboceptor. Suppose, 
for example, that in doubtful cases one seeks to show the existence 
of the amboceptors in the usual manner^ by sensitizing the red blood- 
cells and subsequently complementing with a different kind of serum. 
In this case, owing to the blocking action of the complementoids, 
an absence of the amboceptors could be simulated. In this connec- 
tion it is of considerable interest to know that so capable an investi- 
gator as Buchner 2 employed the above method for analyzing the 
hsemolysin in just the case here described. His attempts to demon- 
strate the amboceptor by this method (inapplicable in this particular 
instance), as well as by means of the amboceptor's thermolability ^ 
(already discussed), were unsuccessful. 

11. Amboceptor or Sensitizer? 

In another case we have met with a different complication 
equally fatal to the successful demonstration of the amboceptor by 
routine procedures. This is of especial interest for the theory of 
hsemolysin action, and concerns the haemolytic property of ox serum 
for guinea-pig blood. If the ox serum is inactivated, this property 
can readily be restored by the addition of active horse serum. If, 
however, one tries by means of active horse serum to complement 
blood-cell sediments (obtained by centrifuging guinea-pig blood after 

1 Madsen, tjber Heilversuche im Reagensglas. Zeitschr. f . Hygiene, Vol. 32,, 
1899. 

^H. Buchner, Sind die Alexine einfache oder complexe Korper? Berl. 
klin. Wochenschr. 1891, No. 33. 

^ According to the newer researches already mentioned it would be con- 
ceivable that the thermolability of the amboceptors is simulated by this, — 
that the complementoids, in themselves possessing a relatively high affinity, 
become firmly anchored to the amboceptors. However, as special experiments 
have shown us, such is not the case, for dog serum which has been inactivated 
by shaking with yeast, and which therefore contains no complementoid, likewise 
loses its ability to be activated when it is heated to 60° C. It does not lose 
this power when heated only to 50°-51° C. 
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these have been treated at 37° C. for one hour with inactive ox 
serum); it will be found, just as in the previous case, that haemolysis 
does not occur. 

The reason for the non-activatibility in this case differs essen- 
tially from that in the case previously described. The chief differ- 
ence manifests itself in the behavior of the decanted fluid medium. 
If the centrifuging is omitted, and active horse serum is added to 
the sensitized blood-cells without previously removing the fluid 
medium, it will be found that solution occurs. If the centrifuging 
is not omitted, it will be seen that the decanted fluids behave in an 
analogous manner, for when mixed with active horse serum they 
will dissolve native guinea-pig blood. A complete experiment is 
reproduced in Table VII. 

TABLE VII. 


Amount of Solution of Guinea-pig Blood on the Addition of 
0.5 cc. Horse Serum to: 


Inactive 

Ox Serum. 

(A) 

The Sediments on 
Centrifuging 
after the Mixture 
had been kept at 
37° C. 

for One Hour. 

(B) 

The Decanted 

(C) 

The Uncentrifuged Mixture of 
Blood and Ox Serum. 

cc. 

Fluids from (A) 
Added to Native 
Guinea-pig Blood. 

(a) 

After Remaining 
at 37° C. 
for One Hour. 

(6) 

Immediately. 

1. 0.5 

2. 0.35 

3. 0.25 

4. 0.15 

5. 0.1 

6. 0 

faint trace 

0 

complete 

t ( 

strong 

moderate 

0 

complete 

( i 

t { 

r almost 
\ complete 
strong 

0 

comj^lete 

1 1 

almost 

complete 

strong 

0 


In contrast, therefore, to the behavior in the first case described 
by us, the amboceptor has remained in the decanted fluid, and 
has therefore not been bound by the blood-cells, or only to a very 
slight degree. Our attempts by means of horse serum to activate 
the guinea-pig blood-cells which had previously been treated at 
0° C. with inactive ox serum and then centrifuged, failed as a matter 
of course; and the result was the same when the ox serum had been 
freed of complementoid by shaking with yeast. 

This peculiar behavior, namely, that the amboceptor by itself 
does not unite with the cell at all, and acts only after it has com- 
bined with the complement, is of special significance for the method 
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of analyxiri,^ InaiiicilymiiiH. Fur, oritirriy lu^iclr froKi Ihr fari ftiiii 
iindpr tlifw* thr* arii»!ii|it to iirtivut<* tin* f'l■»l|trifl4f,<♦ll, 

and j>ri¥iiniiilily ** iii‘n*mirily if. ivill 

l«* flint t!io (wvnmwT tif thin rmiiFlioatioii t’< 111^4^1^111!)* !ifiiit.:'4 
till* iippliralbii of ihi* ritiplcyvrtl to <iiMriivi»f llir 

}i!c*x natiiri* «f liinriirilyidri^, iiiiitinly, wparafion in thv r«tIiF a iiiothmi 
ii!rc*ady iTiiirkn«IIy r4"i4trif‘to*i. lliin inrthtMl, it wil! ho rwilli‘tF dr^iirndii 
tijHiii the fart ftial lit iPC’. umially «>n!y ifir iifrili*trr|*fim4 iin* hninid 
to thr lilmMFrrlL*^, not tlir rfiliiplrtitrnt-?^ to tlir iilii!iorr^|sforvO 111 
tiir riiHr jiint ilfwriiird, lamTvrr, i!tf^ union of ainliorfptor iiri*I rrll 
dr|M''*iiil on llic* rombiMiii^ r^f iiinHorrptor and rruniilrnn-lit . How, 
ran n i4.i*}ianition of two roni|ionrnf.f4 Ho rfforlrtl if, on ihr 
onr hiiriil, t}if* mmHikt qvu non for Hm* union of uinhorTiifor 
and rr!!, n rondition wlik’li olitidnH hrrr, riuiiiot Hr fiilfitlrd at low 
triri|if*ratiir<%-iirid if, on tlir otlirr, it in it>4rlf prrrliidr.H any 
nitkm 'wlii,tli!vrr? Xo tvomlrr, thrrrforr, tlial tiniHrr* faiti-d wiiH 
thercild Brpfiriitiort iiirflaMl injttMi tldi^ritHr fetnnriojutOdoofl i ntfho 

0X Kmiiti). 

llir two fitypinil ra.f4#*j4 Hm* drnrriHf'd arr, liowrvrr, |^»iiiliiirly 
adapti^d to thrown lilcHt on ihr rurrlninr^in of tnrniolyidri .nrlioii. In 
t!ir fiwt riincf ilir fiirt lliat HloJwHrtdln ** in iiiii.iitl 

manrirr witlinliirid tlir iirlion of itir roni|4rinf*iil in tiiird fo r;jijiiitiri 
in arcwciiifiri! %vit}i llonIriX virw. Hut tfir bdiiivior iitiriwii ifi llir 
Hi>mnd rune-* tM^romi'a riilirrly irirK}iliriiH!i.! if, likif Ikirdrt, wr fudirvit 
tlir artiori of liirinolyiiiiii* to ronabl in lliw, Itiiii tlir iiffitiftrr|ititrii 
(Hiihi4tiirirf! i«rrwil.ii!fttrirr) tlio lilontl-rrlln ntid mi rnitlrr 

thrill vulnmililc* I 0 tht! arlioii of tliii mtiipir 111*01 In 
€*xrrt«l dirrrtly iifiiiti tlirrn. For lirrr flnnoiwtrnfrit ifmi 

a W'*ri^if.i7iitirin doi^K not liikr |»liirr»; thr iiinliorrpt.iir Hy 1*1 fiiit 

at all tioiirifH and lummim rffrrtivr only on Ihr iidditiofi of rofii|.i|r» 
nirnt. If, !iowi.»vrr, wt* worn fri nmnmn tliiiiil in fuir rio^r iHr rofn* 
filriiirrit tirw*rtlirlri^?i iittiirkj^ flu* roH ifirrrily mi tiiiit llirti tii«^ innlui* 
roptor ran l»r found, wt* fihotild nrrii’o at n tfn^iry iii< iiniila* |li»r* 
drtX m lliat tirlil Hy Flirlirli luid M*irKrnrot.lt. Hut .11 itiitiry, 
f^tniiigc! to «!)% wtiiilfi iifiply only to tliw iirid jn-rfmi^ n fnv ntjirr 
iliiit b, only to II f**w rxrr}.*tioni4. Altlioiigh Mtij«*flii|rii|ii^ n 
rxjwTiiiirfit wm iiHo niiidr in t,hw riwr mid, loi riiig}i|. 


M'lriitw^r, Kiir fif»r Aiitikorfirr. mmt. |iii|^ 

I%f». 19. tel iilw II. Siirliif-, I. c. I 


c'rii.LKtTiai >Tri»ir^ IS iM\ir\iTV. 
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Itii^ri it wa.?H f<iiiri<i fh^il iIk* n-^ Hiifli fini 

fiiiiiiMi l*y t!ii‘ ri»!!. 

lilt* h*nvf»%-f’r, nrv vtry niiflily |■*\|4;•ulp*|| if, juf ICIjrIr}i 

iiiitt Moiiti’iirof !i, \%r ri'giifij ihi* iiiiilifirr|4«»r i% nmph't 
tivri |iii|»fri|*lH»ri* ts* n mmnnl nmilmmtuiu iIhh iniiiv- 

Ill*’ ut'tpni. fd In fill’ ri-'ll. Ill til,, r;!-** j ||^4 

It fulliilVH Ilf «tfwr tljjit ijji* rytaplnlr |^rrii||i nf !j|«- ninltf*- 

rr|j|itr ;i %rr%‘ IllfilutV In l|i** rr|| ft-rvpIiiT. Wi* htm* 

f!irri'f«i»rr f*i :i‘ 4^11111* lliJil. Ui In tip-’ „ t}:i«? 

Ilf||bfii‘f*|4nr ill tlli-’.- ^llili!»|r In r-ii||||i||p- ivif || tip* 

rf’*!!, l»y fill* l.’ilirtH nn l|.irt'rii.M.r4 iil'fniilv 

lillil ‘-'n hii*rii||inM rui^lihli* «if 

llii* nf flii* in uifmiiv mil! I^r 4i^ri|H;Ni't| 

riiiiiirrfi^illy lit li Wv r«*ii|*'’rit *iiir>‘rlvr.»i 

h*fp by iMinttiiin; ^♦fll i|i!ii im niplrr^nmim^ *-»f flip |4irri«iiir-fiji nf 

iirifiiiiiiity il-si* nhsnmpiiim Ibiif !iiijit«i* 

iiirmi>.r4 «»r 4«-r-rrii.i.>4'4 ni ibrir rlwinirjil 

tn III ibi* lifif.nl t1i*ill|r-|jly, :H|r|| fill 

llftll l-H II ftlltflrr Ilf ri*nn;i*, Wi- |*r||«n'r- tlinl ib*- iiU««*n’ll!|i.»|y4 
lil'Mivr i’lfiiHtitnti" Ii44if}*i|in| pftmd fhiit isiiilifirr|d, 4 ir Jiipi minplr- 
llirllf, rofiiliUP* mifh nirii ntlm. 

Ill flip imsill 1**11 hm liirrfs*ly Iw-'rti *irri4i”*f| by llir 

liflll inf*.f4 nf -M. Wimr-r iiii4 1iVrrj>,it}M-rit ^ *111 lliP 

id hr nil v%eg-^M td und»**'rptiir, ’Ihr ul9p‘Ti¥'»m raii'trcl 

itHiiifi'-*! by hipI by Mrtrlitiibnff I iiH'p 

Im^u rn*’! I*y ilip tm'imt *4 

1 'liP rfi.w* |»y %m m tr* ii fill r'/|rri« 

mmimni rnms inf llir *»f tip- %'ir-m^ fiirnitlliili^tl liy Ivlirlirfi 

iiri4 Mrirnprirnt ji fur ilip n'mdmtmm i4 iiriifini, Wr 

fmm Imdirir* flint. lliiffIriV 11 ^ 111 ^, 41 1 i«ri ilimry lia.n Ipwrnp iinirri* 

iililf% liitil Itiiil- fp'iw fill* m itiiit riifirpriiifig ilii« |iliiriiity 

Iff in 4«4iiiili4y %dtwml. 

iff tiprrni *4 |tf, 

t4mml-^n4h, mjiirli, *4 miifi iiinHr.p 4 »< mmm$t 

run ti«i Ififiirr lit? iii#«l%-rfi liy r»ti*- 

^ i^l r| «w|, 

^ Umtupf, *|pr <l«^r A^mm in W|i*#»f llin, 

W»rl^i»r|ir. iWI, %u. Mh 

* VlmmmM %hm III, IWi. 

* Ikm ri 


m 
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plementriid, aits still hy thf* ut «lfig «iiirrtf 

of the dog mmim eiim|i|onioyt wiis flio Hind ih^niriloii froiti giiinea‘|iig hlood- 
^'lis which, by IriMilyieiii wit.li iictivo dog m'^rtiin i%i O'M*,, iopf iibwlnwlod tm 
miich of the aiiiiK^cofilor front iho liiltor nn |io.^siblo, Timm oxin^riinmOi I hero-* 
forcf fifiow; 

1. Tliiit til© mmtplmmmi of flog surntri a diminnfioft of ultmlif In 

ehmngiiig to coiiiplofitriitoifL 

2. That tlio rofii|j|f*fiM*iit pnmmi in gtil«oa«ptg mmnn imnmmmm m wimkor 
sfliaily tlaii tlie foinploiiiisnl of fhfg mirtint wyth nniilogonn fp'tloo* 


XX. DIFFERENTIATING COMPLEMENTS BY MEANS OF 
A PARTIAL ANTICOMPLEMENT.i 

By H. T. Marshall, Fellow of the Rockefeller Institute, and Dr. J. Morgen- 
ROTH, Member of the Frankfurt Institute. 

The question whether the serum of one and the same species 
contains a plurality of complements or only a single one seems to- 
ns to have been positively decided in favor of the pluralistic concep- 
tion. This .decision has been brought about mainly by the observa- 
tions of Ehrlich and Morgenroth,^ of Wassermann,^ Wechsberg,^ 
Wendelstadt/ and by the recently published studies of Ehrlich and 
Sachs.^ Nevertheless, we shall briefly describe an experiment which, 
in a single instance at least, constitutes a proof for the plurality of 
the complements. Our object in doing this is not that the number 
of arguments may be further increased, for they are already amply 
sufficient, but that we may call attention to a method of demonstra- 
tion which has not heretofore been employed. 

Because of purely technical difficulties the most rational and 
simplest method of differentiation, namely, by means of anticomple- 
ments, has not thus far been employed in this question. As is well 
known, it is very easy by immunizing with serum containing com- 
plement or complementoid to obtain potent anticomplements. Such 
anticomplement sera, however, usually contain anticomplements cor- 
responding to the sum of all the complements originally injected,’" 
and are, therefore, not adapted to the separation of complements. 

^ Reprinted from the Centralblatt f. Bact. Original Vol. XXXI, No. 12, 
1902. 

2 See pages 11, 56, 86. 

* Wassermann, Zeitschr. f. Hyg., Vol. XXXVII, 1901. 

* Wechsberg, Sitzung d. k. k. Ges. d. Aerzte in Wien, Wiener klin. Wochen- 
fichr. 1901, No. 48. 

® Wendelstadt, Centralblatt f. Bact. Part I, Vol. XXXI, No. 10. 

® See page 195 et seq. 

* See page 63 et seq. 
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At least this had been the case thus far, for a partial anticomplement, 
one acting only against a single complement, had not been observed. 

Through the courtesy of Dr. Cnyrim we detained a normal anti- 
complement which possessed the desired properties, and we there- 
fore gladly availed ourselves of this favorable opportunity to demon- 
strate, by means of the elective binding of anticomplement, the 
difference between two complements in one and the same serum, a 
difference that had not heretofore been demonstrated.^ 

This normal anticomplement was an ascitic fluid derived from a 
case of cirrhosis of the liver; it exerted a marked antihsemolytic 
action in one particular case. By means of an experiment we first 
determined that this action was due to the presence of an anticomple- 
ment and not of an anti-immune body. This showed us that the 
ascitic fluid exerted practically no influence on the anchoring of the 
immune body in question to the red blood-cells. 

The serum whose complements we examined was guinea-pig 
serum, which activated two amboceptors obtained by immunization., 
These amboceptors were contained in the inactive serum of a rabbit,, 
A, which had been immunized with ox blood; and in the inactive 
serum of a goat, B, which had been immunized with sheep blood. 
Corresponding to this, ox blood was used for case A, and sheep blood 
for case B. The inactive ascitic fluid does not dissolve these species 
of blood even after the addition of guinea-pig serum 

To begin, we saturated ox blood-cells with the specific amboceptor 
by adding 0.01 cc. immune body A to each 1 cc. of a 5% suspension 
of the cells. This is about ten times the amount which on the addi- 
tion of sufficient complement (0.1 cc. guinea-pig serum) effected 
I complete solution. The mixture was. placed in the incubator and 

: frequently shaken. At the end of one hour it was centrifuged, the 

fluid poured off, and the blood-cells, loaded with amboceptor, sus- 
pended in salt solution. In exactly the same manner sheep blood- 
cells were treated with the inactive serum B, 0.2 cc. for each 1 cc. 

I of the 5% suspension. On the addition of guinea-pig serum to these 

blood-cells, hsemolysis ensued very quickly in the thermostat; in 
both cases it required 0.008 cc. guinea-pig serum to fully dissolve 1 cc. of 
I the suspension, while 0.0065 cc. caused incomplete solution and 0.002 

' In the following, for the sake of simplicity, we shall speak only of two 
complements, whereas we wish here to remark that two groups of complements 
are probably to be understood, each group made up of a host of single comple- 
ments which it is impossible thus far to analyze. 
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only a slight degree of solution. For the sake* of eleiirness it 
especially fortunate^ that the (*ornpI<‘rnenting airionnts shoiik! 
to be identical in thc^ two (‘asen. 

A parallel sc^ries of expcTirnents was then undertaken willi 
two cases, as follows: Varying amounts of thc^ guinea-pig seriirri %v‘ere 
mixed each with 0.4 ce. of ascitic; fluid inactivated at filfM'*., and 
the mixtures kc^pt at room tcunperature for half an hour, lifter whieli 
tlic binding was entin;Iy eoniplcded.^ lliereupon the hltMiiheidiii 
loaded witli amV) 0 <‘('f>tor were adtled. Tlie result of exjieriiiicMito 
is shown in the following table: 


Cahk a (Ox AMH(H’Ermii), 


Guitjcm-pisf Hi^rum 

C aitfiftii-iMg; H#»ftmi4Ci.4 ri?. 
Amtift 

0 .OOH complcite solution 
().(KH»5 vcHtigo 

0.(KI5 strong 
().CK)55 conHklcrahl© 

o.ma 

0.0025 mcKicirate 

0.1 iilmowl complete 

OOH 

{| .(MIS consiclcrahl© 

O.OS fairly littio 

0.03S %ery litll© 

O.Oa fmc© 

0.02S “ 

0.02 0 


(Uhk It (8 iikki» ItMma-f AuiiocKWtii), 



ihniwu'-p%^ 441,4 ci?, 

O.CKIH complete Nohition 

0 . onus al most com pli *f e 
O.OOS 

0.(K')35 strong 

0,(MIH complete 

O.OOnS lilriicwt mmplete 
O.OOS ** 

0 .0035 stnmg 





We see, th(*rc*fore, thiit in ease A the eoinj'ilernent profi^eln rmfp 
pkiehj against 2| time^ tlie eomplete soivcuit arriouiit of 
while the amount of serum rcapiircHl to effect f*oniji!i!le soliitifiii iinTriiM* 
more than twelve time^. In case* B, on the eoriinity, Itie roinplrfe 
solvent dose of guimm-pig serum rcmiains iirichangfil, iind fliit m¥m 
proceeds just as though there had bt;c*n no addilicis of imilmmplt- 
mmt 

exi:>erimenta, which were yei>eatcHl many therefore 


^ The union of complement* and anticompkineiifii, atialofciiij to lt#i} Mmmm 
of <»itaia toxiai and antitoxins, w defiemtent on tlit liifft *l*i 

this had to be considered and sufficient time allowed for tl» ttiixliirt to art 



m F I' i‘: I i K s r i xn ( mi pr,KM k ntb. 
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show that the fisoitic fluid mutains an iinticoinplcunonfc ^ which fits 
into that c*c)m|ilemont whicdi is activahnl by anib(.>ce|>t(>r A, whiTean 
antirom|di‘nients for tlwi complomont of arnb()cc‘ptor B are al.MUit. 
IIiuK^c we lire juntified in differeiitiaiinp; in guiruai-pig serum at Icjast 
two eom|ilemcntH with ciilTenait haptopliore groufw. 

It may be lioped that rontiniUHl investigations of norrnai IkkIj 
fluifls will bring to liglit numerous otln^r favorable casts wluch will 
make }wsfiihle clifTerences along the liras irulicntcHL For altliougli 
in normal serum the (*oni|>Iieation of haptins pns(mt, sucli as arnlio- 
eeptom, compIemc*nts, cornplcunentoiils, antiamboceptors, and anti- 
eornplements, Is very great, tlic* ^'onditions lu*rci are certainly Bim{)ler 
tlian in the senim of imrnimiml animals; for in the laiictr tliere are 
also present innmm^rable primary, ami (owing to inUirnal regulative 
I proctsH^s) sc*eondary reactive I'lroducfs. 

I ‘ Friilieh and havti diHru«>ii*d the iiaturcj <if antieomplemcntfi 

at length in the IkrL khn. W<K!henm!lir, HHIl, No. JO, They conclude that 
4' the origin of thew iKalien in Ihis, that fontign compkmerita comlnne witli the 

^ eonipkirnentopliiki group' of cerlfuii cell receptorii. Acconling to thiii view 

r thci anticofiipkarierits are nolliirtg elms tJian thruwt-ofl mnbwtpkrn whose ctirn* 

plenicrito|>liiIe groups immmm a higher affinity than m »«ually the case. It k 
i curimm, therefore, that C'JriiJjfir, nine months lator (Hitjsg. tier k.k. Ckn. der 

I Mfztm in Wien, Wiener klin, W^w^henschr. 1901), premints this view, which 

I hail lieen recogni^wi as a imiural cou^tiuenee of ttm receptor llwiy, m m 

I entirely new ohidction againM jmt thm theory* 

I 

I 

I 

I 

1 

f 
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XXI. CONCERNING THE COMPLEMENTOPHILE GROUPS 
OF THE AMBOCEPTORS.i 


By Prof. Dr. P. Ehelich and H. T. Marshall, M.D., Fellow of the Rockefeller 
Institute of Medical Research. 

The studies of the past year, especially the recent conclusive 
work of Ehrlich and Sachs ^ show that we may regard it as definitely 
proven that, in contrast to the Unitarian conception of Bordet, there 
is a plurality of complements in the serum. 

This knowledge largely supplements our views concerning the 
mechanism of lysin action, and is in complete harmony with the 
principles of the amboceptor theory. The latter, in contrast to the 
untenable sensitization theory of Bordet, has become still more 
firmly established through the recent experiments carried out in the 
Institute by M. Neisser and Wechsberg,^ Lipstein,'* and Ehrlich and 
Sachs. ^ 

If we consider that, as is shown especially by Bordet's experi- 
ments,® an amboceptor, after having been anchored by cellular ele- 
ments, can almost completely rob a serum of its complement, and if, 
further, we regard what we now know about the plurality of comple-’ 
ments, we shall of necessity be led to a view concerning amboceptors 
according to which an amboceptor is capable of binding a number of 
different complements simultaneously. Attention was called to such 
a possibility by Ehrlich and Morgenroth ^ when they stated: Finally, 
it is possible that an immune body, besides one particular cytophile 


^ Repriot from the Berl. klin. Wochenschr. 1902, No. 25. 

* See page 195. * See page 120. ^ See page 132. ® See page 209. 

•Bordet, Annal. de ITnstitut Pasteur, May 1901. 

^ See pages 88 et seq. 
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group, conteins two, three, or more ec 4 tip!rriiriilo|.>Ijili* grotipf^/^ 
Aecorclirig to thin hitter view, therf*f<iri% it in to be iiaHiiriieci fimf. no 
amboceptor oac haptopiiore gr<Hip Hpecifa’iilly rr^laled fo a 

certain rec€|)tor of fn*ll or of a bKHl^tufT, imd that it idno pom-Hi^efi n 
number of ccimfileriiento|i!ii!f* groujw4. llie terrii iiniborr^ptor would 
thus incliciite that two different mil^Htancf^, foewi^tnff find roriiple- 
iiient, are anchored by tlim body and hrmiglii info clofie reliitkiti willi 
each other, Tlik k illmlriiti^tl in the following diiigraiiL 

Fill. I. 



(«) rectpfor of flit C^) Imiitopliom fotiiiji al ||i« iiffilMiee|ii«r* (r) fliifiib 
mmi imuqAmmut ; (d) tioii-«ltifiiiiiaal 

(J5©iiipiatie«to|ihtl© gmuj[m of lli« aiiikmiiitof : {«) for llii flftfiilfittol rout* 
(fi) for tim tto»-dotiiliiaiil. 



I 


llie next question to be considered k whfifh*T t’Jf is mrmrnrj/. in 
order to get the HjxHfir. lumn effect, for till them romjdemeniti to cmm 
into action. Ikicent eXfK'rimentK indieute that thk w »kiI f [«. m,,*., 
but that anjong flie riumJwr of enmidemenM only a few are ht’ei-nenry 
in any single iiwtance in onler to obtain the effeet. 'I hewe ioit»;4e- 
menfa are b-mied dominant camplemade," the rtwt are nofirthminemt 
eomj^emenis." 


rof.i j.i 'I f it r|i|i 1% \l i\ 



A i*y IJ,irh^ii liiiikr:^ llipi rlmr, IiIpI 

w«* Hliull iln^riiMfr !*ri»yS-\ h*-tr- ' 

1 '»%*♦ lilld rt «'«'! nt*" |4« 4, I^PlIp-hp l^oflipil |if|4 r»irr-|». 

fur *4 iftijii =:rrmii :Ui4 :%h *4*f 'siiir*| 

liV’ |l|ilMi||||;nll|.' ■■- . ■^'^lip'li r' P*'-4 1 »)' *« '•* |»psM<| irU- || P 

fJiJllI f-Mf lip’ ‘-ril*’ »4 •■itljj i |*!*«r'.. Ji.k J 

Jllpi /I 

\pfriri.iilv l»ifl|i t|i*“M* fiiiil itirr| H iit*' :p'“!r» .|it*'4 I fu;il i'Ji'fiiliij 
ill mhith Vir ;44.'41 h.'i". I»| llt |rr4.';| fm*# r<4|li|4< fSir||f,'‘t J" fttl4 I#. 

I -Mf Ipwfy J./ tIp’ 4*»iiPtPsi*t r*.^iii|4*'iiii'iit . f*ir ll it ip fc. 

If all i»S|p *4 till* !m»< r \:*llJ|4«'. Ifl llilll *4 ffllilill 

I4*p»«i ■rt'll”! m'jfl'i imiiiniii* 4, tlip w^rtim uliiiii'rfl in urt 

Iwitli rfi||||4i*-||p^li!,p mill I^«i|fl4* tflill lififllltllllll 

Ilfpl t'inli «|nfii3|iii|'|! ., llir rr.pt||l, }|rii,vr%'rr, IP iii!irt*ly 4lfii*frtit if tlii^ 
lirliiiii I MS'* iimpI** lif^- plpirt ii,p Ill ihm- rsm*^ flip f|tii4 tililiiifiwl 

till rriiiriftii,iiiil llip |ii«^««'i-*’«41« ptiH rmttMtm 111 ** «l""itiiiiiiiiit r#ifin»ifi» 
/y ivliilr il hm fnr iIip iiiwi |iiirl hmt tlir ||fifi^'«|*ifiiifiii|it riiiri* 
jtlr-ffw-lil # 1 . Wp nlw**n-r llir pti r j*f ip If ig llilll ifflfflUlii* Npif 

4 m'lili mliirli iliP lihm^l^trlh ntr lnii4«^l mitli ttir ti«fi* 

dutmtmni primphmmi it. rmnhmm willi iln tlfitiiiiiiiiii 

mmtphmwM , 

III thm riiM% t}3f-frf«ir*r» 4*« rfiftijtlrtiiriilrifiliil*? fititifii 

rfiltlhlfif* mitii I hr rrif|i| i|i-rtir||l Itlipl ii tiiglirr nffiliily 

frif llir linr^tlnfllltllltll *-«iftl|»|rf||r||| h tliiifi ftif ||ir iliilllirilinl rtirtlfilf?* 
flirfit lirrr tlirfi thr hilplirig rif tlp^ f|ti|r«|«tflltliifll riif|||i|r||^^||| ti 
imirimHimt *4 thr tmalmg »4 th*’* driiiiifiJiiii «*fii|4rtfirfiL Htitti m 

!,ii*fiirvir#r, *»f rnurm^, m ti<»l u grnmil nilr; it -mm hiiig 
II rii^r fnilfpl ifi ithirh thr rniilniry %%’m lrt|«% ifl m4lirtl tke 
nfm-thmimmi mm}4rw9rni tImM fifif rwfwiiiw# t#it#il ti|lrr ik^ tlrnmmmmi 
h*m Imrn ImnmI. 

T'lii? %ymm%nim%mn *4 thm rrlttilciti piimwlrtl mnly in » 

ri^rt«iii litiftiiift ttiritir fltilfl m aniirritfuilrtiM^fii wm |irf«*iil mliirlt 
arli’fl Hilly agaiimt |sii.r|. mt tin* «iifnilrrfii*wN «4 n mmurn Hir imitiiir 

b4iit%icir fif tiiw mimmtphmmti liw ijivrnlit’fl m n mmmt rwni* 
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immmi in rifirriiiil HiLh m*rmn mwl ivntvH two 

iiiiiiiiiiir Ilf wliif’li iintiiiuir bf«ly -4, whk iitil-iiiiirii by triiit- 

irig nibbit.H wiih im IiIimmI, ami th«? itninuni* Innly li, by 

a pmt %viifi ^}iri*|i IiIihwL iinnmiif bciilira^ nat^unilhy iiiiial 

ri»Hjn*iiivi4y nii rix l4«wK!‘-«’i4k nrid lilianbri’llH. I'hiH iiiili- 

frfmpirmrni in Htriirigly uiiivr in rikMi* A, wliili* it m rritirr'ly 
ill Fr*iiii ibi^ wi» may that tin* 

rcirirr»rfimi in Iavo amvn, liiid w!iii*li %vv may nn x iiti*l 

li, iiri* iifiliki*. 

A whftlinr irnmutii* biwly .1 Ibiiib ntlii*r rnifi- 

plmii’rit.H in mmmi it.H rnvii ilmninant r<mif4i*mr*rit. 

In cirdf*r In thm lla* fnllmvin^ c*x|iiTifiii‘nt wim iiiaili*: 

(}% l4wnbfi4lH iiml blf«iib'ri4iH %%i*rv Mifiirat«*<l with rr* 

njiw'tivi* iinibfirrjiliirH A iimi /Fanil tlmii to oarli rufiii’ of 

till? r/'/. l4cMK:i Kiii4jii*nHion vnryinic aiiionitbN of gtiinoii-f4g fn-rmii wm* 
iiild<*d it« roiiijili,*rfM''ril, In fin* Ct.C^)7o <a", ‘si^rniri 

nuffirwl hi riiil.i4i! wiiij4t*ti’ i^4ntion; in ilio M*ron*i nmo tbi^iri ia\ 
wfw minirmb 

iiiiof4if*r tint mm fniidi* oKiirtly liki* ttio jirnfmlimi with 
ox liImMl ami iiiirriiino U>i}y A. Aft**r fin* fiiixfiiro bntl ri^iiiiiinoil in 
the tliormoHliil at 37^ C*. for 1| hmim and fiif*molyMiii %mm firiirtinilly 
fciriijiloti^cF the mmrt f|tiftiiliiy of tm hlooil-rolliH liiilen with iiiiinniio 
hiKly (llJiri re. ox tilood frml fmtm .m^min iind miidi* ttfi to llie origittiil 
voliiiiM*) wfw i4cldf*<I itiiew find tlio kejit in fJie itiortiififfliit 

for two hoiiw longer, llii! tiit‘moIyiii« wtikdi hfid Itioii liiken |4iti'*4x 
ohm^rvml hy iillcnving Itii! niixtiin! lo fn^litiioni in ii rofrigoriilor, iridi- 
fiit4*il the iirtioiiiii of roiii|di*riiefit x left iift4.T ihif fiwl liietiiolynm firwl 
aviiilfilile ffir tlif* eiim* A. 

At the liirie ii nkiiiliir exfu^riniortt %%im itiiide in mdiirli^ 

after Itif! hierriolyni^, l4iM«l«ri4iM #ii4tiiriit«*il %vitli iiftilio- 

foptor w'lm* iiM»d in the jiifire of the ox blorKbeelb. In flti^ tmm\ 
afhtr detoftniiiirig the iiitioiiiii of eomi4onif*nt origiriiilty jirriiefil, 
that of rofiiiilemofil Ip, Mi lifter tin* Tmt hnmmhnm, rrnild alw? In* 
foiiitcL 

In thin II wnniclenilile Irw of ronif4f»mrfit m for l^itfi 

«».*«; for it now rt*€Hiirc*if 11417/1 ee, of ifi#* ronn#IettM*fit.iiig giiirtfm- 
pig ,«*riirri to raiw:* miliiibn for eiiM* A iiiifl lUflB rr, for 

m%m B, «o tliiit I /111 and 1/fi rf^fniividy of the ririgtiiiil riifii|iloff»*rit 
am 8li!! pmmm*mL llii#i nliown ihnl the liifiding of rfiifipleriieiit m, 
dominant for cane J, m aef*ofiifiiinkxI by a hindiiig of imtuphmmmi 0^ 
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dominant for case B but non-dominant for case A. It 
necessary to determine whether or not in case A the absorj 
the non-dominant complement /? is dependent on the binding 
dominant complement a. Owing to the peculiar nature of tl 
complement it is possible to prevent the binding of comple 
for case A, whereas the binding of complement /? for cas 
not affected. On the addition of 0.4 cc. of the anticom] 
serum the amount of complement necessary for complete i 
increases from 0.0075 cc. to 0.2 cc., i.e. 26 times, whereas no 
occurs for case B, 0.005 of the guinea-pig serum still causir 
plete solution. 

If, therefore, the binding of the complement ^ by ox bio 
laden with amboceptor A is dependent on the binding of th 
nant complement a, it must be possible by the addition of t 
containing the anticomplement to prevent this binding. C 
periment is made as follows : 

First, 0.4 cc. anticomplement serum is mixed with 
amounts of guinea-pig serum. After this mixture has rema 
room temperature for half an hour the ox blood-cells lad( 
amboceptor are added and the whole kept in the thermoi 

hours, when the undissolved blood-cells are centrifuged oi 
decanted fluid is mixed sheep blood-cells loaded with theii 
ceptor. The result shows that in this case a decrease of com] 
b for B has not occurred, for the tube containing 0.005 gu: 
serum shows complete solution. The following table will m 
results plain: 


Complete Solvent Amounts of Guinea-pig Serum. 


1 jl 

I. 

II. 

III. 

1 

[if jl ^ 

Absolute Deter- 

After BindiriK the 

After Binding the 

Amount 

1} |! 

mination of the 

Complement by 

Complement by 

plemei 

H if 

CJornplement. 

Means of Am bo- 

Means of 0.4 cc. 

Aixiboi 

1 j 


ceptor -f Blood- 

Anticomplement 

Blood- 



cells (Case A). 

A) aft 
of the 


I ■ ! 

1 

I J I ■' 




Com pi 
Means 
Anticc 

1 If. Case A 

0.0075 

0.076 

0.2 


I' 1 Case B 

0.005 

0.025 

0.005 

0. 




By means of this experiment, therefore, it has been pro\ 
in this case binding of the non-dominant complement ensues oi 
the corresponding complementophile group of immune body A 
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,-uMHj:Mi:NTun.ii.i: (;u..n« nr tiik s>i 

tL in .».■,..«»* - , . . 

liu. gr..up f..r -n..- uf luHnuivH... ........... 

,„u.v aiiioKir. for .su.h n la'iiavior. Thun it «.h ^ 

»l»-nl.y « -i™!- 

„ null ..t .lilT.nnl i." ■■. rlMinlv n«l 

.lirt.-r. „l nr II., a I "f 

f.«.i ii, "" "" 't- “ "I'l! 

nm,",, I .'ill 

r ll,,.l tl»- .•yl..|.l.il"’ ,,,| 

fim-il not to tlir Httin- f.HHl a.- HU.h, l.t.i onl> to a lattml 

group of thr fiM«i Th.- .. ti.o. gn. i. 

tirtilur lunlwcoi.for to iin.-!u.r f.-KMiifTi*. wl.f'h »r.- 

grout*. finmUtl Unit lliw w pn-*^o»M’.- of nnl> h uM' 

o.*mpU.m..«t. ufting ««lv in one or the ..ther ,-**«.l..hty. 
<IvHtll.H,logieal. wheretw a pUimlity .*f «.i.iph-t,,« i.t. wou *1 it^ttre u 
gn-nti-Ht iKwihli! efTeet on the nimt variifl hKHlnttifT inol.-.tth-H, 1 «- 
rent iuvLtiKHluuw tmv« brought to light « great nmny ewunpl. t 
whir l. Hhotv that in c.xtn».-..lh.lnr aiul intrin illuliir .l.geM.vo pn 
vnriouH f.-rmi tits tu t togelhor or in w«iH. n.-e. 1 hw. m Hr.fm.-.Ht. r 

«tat..«. «e alrearly know of ten riilTerent fermei.ta .« the Inr-r..^ 
‘•A tnaitaw*. a glyrwe, n prr.t.-olyli.- ferment. « mn-h-in ^phu mg 
ferment, an ahlel.y.hare, a hu-taM*. a h-rment wh..h .-onvert* the 
firmiv U.u«rl nitrog.-n of mnirh. mirb into nn.inr.ma. a l.hnn ferment, 
ami, rvith j.rohuhility, a lij«me ami a r.-im.tehke ferin. r.I ^ l>aen 

in «*'wmple an orKanmm im the yen.l^eell, ae.-or.l.t.g to Itelhrm-k. 
at Icimt five eiirlofeniientH are ilermniMfrahU- ^ 

If one eare*.. one ears regarri an amlaaejUor ivh<»e varaaw rompl.-- 
na-ntophih- gmupa are .a-eiipie.1 hv .lilTerenl eomplement- a. a km-l 
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Ciiii.iiiKii l« 4 iin“fi 4 }if* jiHH nn iliflmiirr in flu* 

eftni|ili»iiif*ritiliiiity «*f tin* noniml f*f hl*ifi4 nwl 

tlifwi! jirwliirffl By iiriiriiiiikiilkni. Hi* wiyH: **l1ii* 
of till* noriniiil m*m rirvor to iimko tho orythrof^yti’H of nfiotln^r 

MficTim mwilivr til thrir imii lionioi, . . . itiifi I tliink I <7111 .my tii^fon- 
}inm! lliiit ftii* iiriiliorofifi'irM ro^oiliirly timlii* ihv iTyflir«»ryfi*« 

wiliilik? in tlirif own w^nifn, I'liin wouki nn oiwiitinl 

tlir two/* 

If Ctfiilior ovrr nmmtmtml tliiif. ttio iiiiilio* 

c’optorfi of iioniifil nrwl of mmmm* m*n% iiro klf*iifioit!, tfiiM 11 ink** 
iirniowtamlinii:. On ilio fonlrnr)", f in* iii tlik ^ tifivo 

tliiil till* iitiiiiiitif? pi*m, owing to thf iiifiriifntil %*iirirfy 
of till! mwiion i!r%*oI<nw*«:I in tlio iinmiinimtioii, rorit.iiin a 

grout tioHt of cliffororit }iiirtifi! iiiiil:iorf»}itor^ wiioni* 
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thm mn only lio 11 |«irtiii! klontity. H}i#*tinl iinnif By C»nil«'^r of tlnir 
nort 4 iloiifity in orcIi*r In emtiruvi^n tin* vif*w %vm 

iinnoi'owif^^ HoivfW’or , ftinri* whut ( in inroiroPt lifitl in 
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firiilti*r fimjihrMii'fl rorrrr’tly. IVj tnu* who hm fiiiiiiliiiri/,i»fl 
Iiiiiwlf with till* |i!iini!ity of flit* a!ii!*o«'i*|iforf4 it, will, t*> hi* Hiin*, 
ii|»|ii‘:tr a of ihiit flu* i*rytliriifyti*H lomii’il wifli 

llf^iiiilly fiipl riniiftloiarrit.^ wliirh ritiiHi* ifii'ir 

Hiliitkiii, m ill otliiT nm aho in mvii Am ii 

rri«lli*r of furl, jii'Piioliiii.' to our mvn fhu iiiiihi»ff*|ifur.^ nf 

fill* iiiiiiiiirif* M*nt »*».N II ruli* to iiiiiki* I hi* hloinkroIlM fi# 

t!ii»ir invii hut ifn* ililTrrrtii’i* hot woiui tin* iiii- 

iiiiiiii* Horn iiiid iitiriiinl M'ri4 wliioh <*riil»or in thin fiai iIoom not 
exhi. 

In flip follnttitig' Inhlo wo liiivi* I'nIIoptril, oitlior fruni fiorHiiniiil 
kiiowIi»ilgf* fir fnnii fh** Htnti*nu*ut^ of oth«*r tliuHo riiMOM in 

wliifli ihi* roiiibiinitkiiiH hlniMlo'oll.H o i innrtivo iioniiiil M*riiin (iini- 
l»or«'‘ptcir| Ii u loinl to hiPtnolynh, in riiiitraflirtion to itioir 

Iic*Iiaviiir tw hy C*riilii*r, (Soo lahlo !I.| 
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lliw fnlilt% wiiirfi riifikoi^ tifi jirolorw nf, ofutiiilotonri^^i, tlmi, 

tJif! wiliihility , in tlioir mrn w*riiin, of hloofhrolh liiiii|#*f| wiili fifiriiiiit 
f.irrihnfo|if«ir m rofiniioii. Huh hop#uiio»t ^till infiro iwpliiii 

whmi w'o wfijuilor ilto l•#lnlhifllltionJ1 iftrlmlf* itiilr ii 

iiiifiilipr of till* tiKmi mmitmm oj^fitTiiriontal fuiiinitlM, ntnl fliiit 
hy itHirig cillirr Hiiil inoro roiiihiiiiitioii.H wfiulil l*r found, 

f Jnibor^H .HtiitoiiioiiiH f hori'fiin* iiro itll flii‘ mor** .Hur|irfHiii,|i »4iior ii 
hintP }#iirt fif till* riiHOH lioro ro|iroi|iiri*i| huvr nlroiulv ln-i'ii 4iworilf<»<I 
ill llw litoriitiiri*. Jm-f iIiih iirli^-ntilulity of noriniil iiiiiliiirr|»ior*4 

’ r.flilirli firif;| Mnriiiuiriiilo pnuf* It ; iitpl |l«#r#rig, lltul, kliri, 
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’iis U'-': Mh»-tTv,-it iMii 4f fti j4f.«« III 
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rllfiri’lv t«i tlii* r4 tlir *4iLi«’4i lit- i4*‘'fit|l3t’'H liilli 

flit* II*’ Kll’I'M flin! '*«|}||*' ill ! fir'll i»--f 4 t’4 Ifirii|i|||t4- >4 
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llilif iliry ii!lfi%v tiit’ir Ui r--* nim* frliiU'vrlv 

fNIIIntir 4lt«ttif|i||||rr-?r ** .hl-'tl 
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liy lilfriitiott fltriiugii |.<*ri«i‘4 
filter-Mr !»>' tlif* iirtifiri tif a fiartiiil niitirf»iii|ilriiirfit liiii ii 

mil ill all rri|tiiri* I’vrii riiPlhoilM u( t ion ; nil 

lliat y liorfHHiiry is n llsor*iii|i:li him! ff»niiniird .Mitnly «»f tli«' it unlit 

cif till* iijili%a* M*riiiii of II givnii VnrbtliofiH niui tliiiH hn olwr-ri nt| 

tiinrniii mliirli Imni nt tnm* to f!in xivw of n jiluriility of roinji|niiinnf.h. 

Afti*r wn fomnl hor,^*' M*ruiii to hn 

of ill I lib rf*N|ii*rf. arnl un itirmforf* lirii^fly 

fii«* roiiiiiloliifiif.*^' of I lib *snriltii. 

Ilor^o Hnriiiii b finrlintiiiirly woll n<in|»tnd for nofiijiloriiniitinic 
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guirioa-|ii|ii[ l»li>od jiriil riibbit bliwMi nrr nonnuiM’d thorn b lui i»%tritor- 
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liorHi*« India VI* i|iiiti* diffnrnnily. but %vf* nha ob’n*rvr<i inarkml rliroiio- 
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«f'*n,ini mn vary* llir* Indmvior of tbi* (uhmvH i*iiiiniiia*d in tlii! 
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Hence within three days the serum of the horse has become 
strongly haemolytic for guinea-pig blood without altering its haemo- 
lytic property for rabbit blood, whereas wathin a further three weeks 
its properties have almost become reversed, since now it does not 
dissolve guinea-pig blood -at all, and dissolves rabbit blood (which 
at first was but slightly affected) very strongly. It is worthy of 
note that in almost every horse serum which we examined for the 
purpose w’e found a considerable amount of amboceptor for guinea- 
pig blood. This amboceptor was characterized by a particularly 
high degree of thermolability, being invariably destroyed by heat- 
ing to 55° C. A complement for the same is very often absent, and 
even when present it is only on the addition of considerable amounts 
of fresh guinea-pig serum that this amboceptor becomes manifest. 

The cause of this varying haemolytic property of the horse serum, 
which is in contrast to the extraordinarily constant amount of normal 
haemolysin present in other sera, e.g. goat serum and dog serum, is 
perhaps due in part to the unusual lability of the complements here 
concerned. We often observed that a horse serum which dissolved 
guinea-pig or rabbit blood completely lost this property, or nearly 
so, by keeping the serum on ice for twenty-four hours, a behavior 
which we never met with in other sera. 

In a similar manner horse serum shows its variability when it is 
employed purely as a source of complement. We have frequently 
used horse serum as complement in the following combinations: 


Number. 

Blood. 

Amboceptor. 

1 

guinea-pig 

goat serum 

2 

rabbit 

dog serum 

3 

( 1 

ox serum 

4 

guinea-pig 

goat serum 

5 


dog serum 

6 

1 1 

ox serum 

7 

sheep 

dog serum 

8 

(, 1 

serum of a goat immunized 

.. 


with sheep blood 


Of all these cases only the complement for 6 and for 8 was present 
in considerable amounts. So far as the other six complements were 
concerned we observed a fundamental difference between the ex- 
periments which we had made some years ago in Steglitz and those 
made during the past two years in Frankfurt. ■ Whereas formerly 
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all of the completions of normal amboceptors succeeded, we found 
in Frankfurt that we obtained negative results in the great majority 
of the experiments. The complements necessary for the completion 
of almost all normal amboceptors were absent, while complements 
were present for a certain normal amboceptor (guinea-pig blood, ox 
serum), and for one obtained by immunizing a goat with sheep blood.^ 

This behavior indicates clearly enough a plurality of the comple- 
ments in a serum, and we do not doubt that further investigations 
will show the same to be true for the partial complements of other 
sera. The occasional absence of one or the other complement will 
most easily be discovered just in the completion of normal amboceptors, 
for here but few amboceptors have to be considered. Of the numerous 
amboceptors produced by immunization in many cases, at least a few 
will find fitting dominant complements. According to our observa- 
tions, conclusions can be drawn only with the greatest care from 
isolated negative completion experiments. One cannot conclude that 
an amboceptor is absent from the impossibility to reactivate normal 
inactive sera by means of several other active sera. 

For the evaluation of bactericidal sera in animal experiments 
we believe it to be especially important to consider cases of this 
kind. The entire absence or a marked diminution of complements ^ 
which functionate as dominant complements for certain bactericidal 
amboceptors may lead to a disturbance in the regularity of a series 
of experiments, disturbahces which show themselves in the fact that 
now and then an animal dies of the infection even though in the zone 
of sufficient immune serum to protect the animal. Such irregularities 
are quite common in the usual test series and manifest themselves 
frequently in the evaluation of bactericidal sera, where they then are 
very disturbing. 

^ In respect to its complements horse serum occupies a special place among 
most other sera used in the laboratory. Thus, for example, we were rarely 
successful in complementing the amboceptor of a rabbit immunized with ox 
blood; we never found a complement in horse sera for the amboceptors of geese 
or goats immunized with ox blood. That the locality plays a certain r61e in 
these phenomena follows from our observations that here, in contrast to the 
statements of so reliable an observer as P. Muller in Graz, rabbit blood is not 
dissolved by duck serum to any appreciable extent. 

^Another abnormal phenomenon which is often observed in this connec- 
tion, the disturbing action of large amounts of the immune serum, is explained 
by the peculiar deflection of complements by an excess of amboceptor, as 
has been determined by M. Neisser and Wechsberg (see pages 120 et seq ). 
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It is hardly to be doubted that such variations of the complement 
^re responsible for the occasional failures of bactericidal sera in 
practice, especially if we consider that in diseased conditions a marked 
diminution or a disappearance of the complements can take place 
(Ehrlich and Morgenroth, Metchnikoff, Wassermann, Schiitze and 
Scheller). 


XXIII. THE PRODUCTION OF HEMOLYTIC AMBOCEP- 
TORS BY MEANS OF SERUM INJECTIONS.^ 

A Contribution to Our Knowledge of Receptors. 

By J. Morgenroth, Member of the Institute. 

As a result of the side-chain theory of immunity, and especially 
in consequence of the conception of '^receptor^^ which this theory 
brings with it, our views concerning the cytotoxins have to a great 
extent been emancipated from the morphological point of view and 
placed on a chemical basis. This is seen most clearly b3^ looking at 
the complex haemolysins of serum, for of all the various cytotoxins 
these have been most clearly analyzed. 

As is well known, if an animal is injected with erythrocytes of a 
foreign species, there develop in the serum of this animal new sub- 
stances, the hcemolytic amboceptors (immune bodies). The ambo- 
ceptors are bound, above all, by the red blood-cells of that species 
whose blood was used for the injection, and it is through this binding 
that the amboceptors make possible the haemolytic action of the 
complement contained in fresh serum. According to the side-chain 
theory the anchoring of the amboceptors is the result of chemical 
processes, which again are based on the existence of certain groups 
of the blood-cells' protoplasm, the receptors. If on the basis of this 
theory one has once clearly seen that the specific binding is strictly 
a chemical reaction between receptor and amboceptor (or rather 
between their haptophore groups), it becomes quite evident that the 
morphological structure of the cell concerned in the reaction is some- 
thing quite secondary. This is, of course, apart from certain prac- 
tical points which are mainly the indicators of the deleterious action 
exerted by the coaction of amboceptor and complement. Among 
these would be, in this case, escape of hiemoglobin ; in the cases of 
other cytotoxins, disintegration and solution of the cell, cessation 

^ Eeprint from the Miinch. med. Wochenschr. 1902, No. 25, 
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of the motion of flagella and cilia. The specific binding of the am- 
boceptors is therefore not dependent on a coarser or finer morpho- 
logical structure: it can occur wherever the specifically related receptors 
are present. 

For the doctrine of immunity these views constitute a new and 
really concise definition of specificity. The latter thus loses the 
systematic character originally given it by botany and zoology and 
must from now on be regarded purely chemically, as absolutely 
dependent on the conceptions as to the nature of the celTs receptors. 
Every product of immunization is specific for those receptors hy which 
it was called forth, irrespective of where the receptors may he?- When 
injected into an animal the receptor produces antibodies, and these 
again, when they meet the receptor under suitable conditions, are 
bound by the receptor. This binding, in our conception, always 
remains specific. It matters not whether the receptor is peculiar 
to the protoplasm of that species of cell which originally excited the 
immunity, or whether it belongs to a different kind of cell of the 
same species or to one of a strange species. 

Hence the principle of specificity of the amboceptors produced by immu- 
nization is not violated when, for example, v. Dungern obtains haemolytic 
amboceptors by injections of ciliated epithelial debris, such as is contained in 
goat milk. v. Dungern ^ has very properly pointed out this fact in emphasizing 
the community of the receptors. The same holds true for the hsemolytic am- 
boceptors obtained by Moxter ^ by injections of spermatozoa. Several different 
zoological species, such as goat, sheep, and ox, possess a number of common 
receptors in their blood-cells.^ 

On the basis of the side-chain theory as it has just been laid 
down it is almost a matter of course that these receptors of the 
protoplasm which excite the production of the amboceptors are 
normally present dissolved in the body fluids, a physiological proto- 
type of what occurs to such a high degree m consequence of immu- 
nization.-^ 


^ See the explanations by Ehrlich concerning the receptor apparatus of the 
red blood-cells in Schlussbetrachtungen, Vol. VIII, of Nothnagels spezielle 
Pathol. undTherapie, Vienna, 1901. 

2 v. Dungern, Miinch. med. Wochenschr. 1899, No. 38. 

^Moxter, Deutsche med. Wochenschr. 1900, No. 1. 

^Ehrlich and Morgenroth, page 88. 

® It has already been shown that as a result of injection of amboceptors into 
sensitive animals a considerable number of cell receptors are thrust off, which 
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The extraordinary multiplicity of such dissolved substances in 
blood serum has already been pointed out by Ehrlich.^ ''The chief 
tools of the internal metabolism are the receptors of the first, second^ 
and third order. They are constantly being used up and produced 
anew, and can readily therefore, when overproduced, get into the 
circulation. Considering the large number of organs and the com- 
plexity of the protoplasm’s chemistry it need not be surprising if' 
the blood, the representative of all the tissues, is filled with an infinite 
number of the most diverse receptors. Of these we have thus far 
learned to distinguish the various kinds of lysins, agglutinins, coagu- 
lins, complements, ferments, antitoxins, anticomplements, and anti- 
ferments.” 

These free receptors when injected into a suitable foreign animal 
species should therefore show their identity with those of the cells- 
by the fact that, like the latter, they produce immune bodies identical 
with those produced in the usual way. 

A few isolated observations have been made in this direction, 
but the conclusions following therefrom according to the theory have 
not been drawn. Thus v. Dungern ^ has observed the development 
of a hseniolysin directed against chicken er}’'throcytes as a result of 
injections of chicken serum into guinea-pig serum, and Tschistovitsch ^ 
has observed the formation of a hsemolysin (besides agglutinins) on 
injecting rabbits with horse serum.^ 

For some time past I have made experiments of this kind to demon- 
strate the existence in goat serum of free receptors identical with 
receptors of goat erythrocytes. These studies were prompted by 
the observation that a few normal goat sera exerted a slight inhibiting 
action on the amboceptors of rabbits immunized with ox blood, an 
action which Ehrlich and Morgenroth had shown to be due to an 
anti-immune body.^ I am led to publish these experiments now 


then functionate as anti-immune bodies. See Ehrlich and Morgenroth, pages 
23 and 88. 

^ Ehrlich, Schlussbetrachtungen, 1. c. 

^v. Dungern, Munch, med. Wochenschr. 1890, 

® Tschistovitsch, Annal. Inst. Pasteur, 1899. 

The increase in haemolytic action of rabbit serum for chicken blood after 
the injection of chicken blood-plasma, described by ISTolf (Annal. Inst. Pasteur, 
1901), rests apparently only on an increase of complement, not on the develop- 
ment of new amboceptors, 

® See pages 88 et seq. 
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because of a rather important contradiction which exists between 
them and certain experiments recently published by Schattenfroh.^ 
This author found that one can produce hcemolytic immune bodies for 
goat blood by injecting rabbits with goat urine. He was unable, 
however, to obtain these immune bodies by injection of the corre- 
sponding serum. It must at once be regarded as extraordinary that 
immune bodies w’hich evidently are excreted through the kidney regu- 
larly and plentifully should be absent from the serum itself. It 
would, of course, have been possible to say that the concentration 
of the receptors in the serum was small compared to that in the urine, 
as is the case, for example, with urea, uric acid, and other substances. 
But the casual antiamboceptor action of the serum prevented this, 
and pointed to the presence in this of the dissolved receptors. As a 
matter of fact, therefore, the '^interesting contradiction^^ described 
by Schattenfroh as existing between the action of the urine and the 
serum does not obtain; for it is possible by injecting rabbits with 
goat serum completely deprived of blood-cells to produce specific 
amboceptors. These amboceptors, to be sure, do not become mani- 
fest if the usual methods of investigation, such as have been em- 
ployed by Schattenfroh, are followed. They are, however, readily and 
surely demonstrated if one attends to certain fine details. 

As a rule a haemolytic serum obtained by specific immunization 
will, when fresh, dissolve the corresponding blood-cells; for, as v. 
Dungern has shown, in immunization with blood-cells the comple- 
ments usually do not in any sense suffer a change. Only one excep- 
tion is thus far known in this respect, namely, the injection of goat 
serum into the organism of a rabbit. Ehrlich and Moregnroth ^ have 
shown that the injection of goat serum into rabbits is followed by 
the loss of certain complements of the rabbit serum, a loss which is 
caused by the development of anticomplements directed against 
the complements of their own serum. These anticomplements are 
therefore to be regarded as auto-anticomplements. They not only 
suffice to neutralize the complements present in the serum, but are 
able to bind complement subsequently added. Thus the amboceptor 
of a rabbit mixed with goat serum is completely obscured; for if 
the immune serum is employed fresh, the fitting complements enabling 
it to act are lacking, while if the serum is inactivated and one seeks 


^ Munch, med. Wochenschr. 1901, No. 31. 
2 See pages 71 et seq. 
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to activate it by the addition of normal rabbit serum, the comple- 
ments of the latter will be made inert by the auto-anticomplement 
present. Since these auto-anticomplements, however, have no in- 
fluence on the binding of the amboceptor, the rational mode of pro- 
cedure is at once indicated. The blood-cells are mixed with the serum 
of the immunized rabbits and the mixture allowed to stand until 
the amboceptors present have been bound by the blood-cells. The 
latter are then separated by centrifuge, the supernatant fluid which 
contains the cause of the trouble, the auto-anticomplement, being 
removed. If the blood-cells are now mixed with fresh normal rabbit 
serum, the hsemolysis which ensues in the incubator will show the 
presence of the anchored amboceptor. Should this method, which 
guards against all errors, prove successful, one can also get round 
the difficulty in an easier manner by using guinea-pig serum as com- 
plement. Against this serum, according to our experience, the auto- 
anticomplement is ineffective. This method, however, does not 
suffice if we wish to obtain results which permit of only one inter- 
pretation. In order surely to avoid another source of error it is 
well to modify the test still further. 

It has been found that normal rabbit serum possesses a con- 
siderable though variable hsemolytic action for goat blood (see 
Table I). The question whether we are dealing with an amboceptor 
artificially produced or with one which was originally present requires 
detailed preliminary examination and control tests, and even then is 
very uncertain because the amboceptor normally present finds a 
supply of complement in guinea-pig serum more plentiful even than 
that in rabbit serum itself, as can be seen on reference to the table. 
This difficulty is avoided without further trouble if the amboceptors 
produced by immunization and which it is desired to find are taken 
out of the fluid by means of ox blood-cells instead of goat blood-cells. 
Because of the partial community of receptor of these two blood- 
cells this is perfectly allowable. As a rule, too, normal rabbit serum 
dissolves ox blood only very little, even though considerable comple- 
ment is present. (See Table d.) 

The experiments from which the conclusions are drawn in this 
study were therefore always made with ox blood. One cc. of a 5% 
suspension of ox blood-cells is mixed with varying amounts of senim 
from a rabbit immunized with goat serum, the mixture kept at 38® C. 
on a water-bath for one hour, then centrifuged, and either fresh rabbit 
serum added after the supernatant fluid had been decanted, or acti- 
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TABLE I. 

Hjemolysis of Goat Blood (1 cc. 5%) by Fresh Serum of Normal Rabbits. 


Rabbit 

Serum. 

I. 

II. 

III. 

IV. 

V. 

VI. 

VIL 

0.25 

strong 

moderate 

little 

moderate 

complete 

little 

fair 

0.1 1 

moderate 

little 

0 

very little 


0 

0 

0.05 

very little 

trace 

0 

0 

very little 

0 

0 


Haemolysis of Goat Blood by the Same Rabbit Sera Activated with 
0.15 Guinea-pig Serum. 


0.25 

complete 

complete 

complete 

complete 

complete 

complete 

complete 

0.1 

“ 


strong j 

almost 

complete 

1 4t 

f 

strong 

** 

0.075 

I < 

‘ ‘ 

— 

strong 


■ — 

strong 

0.05 

. : ^ 

almost 

complete 

f - 

— 

“ 

— 

— 

0.025 









Haemolysis of Ox Blood by the Same Rabbit Sera Activated with 
0.15 Guinea-pig Serum. 


0.6 

trace 

faint trace 

1 

faint trace ^ 

faint trace 

trace 

very little 

fair 

0.25 

i 0 

0 

0 

0 

faint trace 

trace 

moderate 

0.1 

0 

0 

0 

0 

0 

0 

little 


The fresh rabbit sera, even in amounts of 0.6, do not by themselves exert any hajmolytic 
effect on ox blood. 


vation was effected by the addition of normal guinea-pig serum. 
The hsemolytic action of the immune sera is seen in 4 able 11. 

Rabbits were treated with goat serum which had l>een carefully freed from 
all blood-cells by continued centrifuging. Usually the serum was inactivated 
by heating it to 55® C. for half an hour, then it was injected intraf>eritoneally. 
As a rule the animals received two to three injections of increasing doses of serum, 
in all about 35-90 cc. More frequent injections caused no greater formation 
of amboceptors, a behavior which corresponds to that seen with the injection 
of ox blood or goat blood. 

These experiments show that specific amboceptors were developed 
in all the rabbits treated with goat serum. Quantitatively this was 
subject to individual fluctuations just as is seen following the injec- 
tion of blood-cells; in some cases the development was quite con- 
siderable. Most of the sera were examined fresh for their action on 
ox blood, and invariably showed themselves without action even in 
doses of 0.5 cc.^ The addition of large amounts of normal rabbit 

^ The method here employed to disclose ambocaptorji whoTO presence is 
masked can often be used with success. Dr. Marshall and I shall shortly report 
an analogous case dealing with the mnboceptors of a pathological exudate. 
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TABLE II. 

1.0 cc. 5% Ox Bi^ood. 

A. Blood -h amboceptor are kept at 37° C. for oae hour. After centrifuging 
the fluid is decanted and the sediment mixed with 2 cc. physiological salt 
solution and 0.2 cc. rabbit serum as complement. 

Complete Hfemolysis. 

Serum rabbit I 0.05 cc. 

II ' 0.05 

III 0.25 

B. BLOOD4-AMBOCBPTonH-0.1~D.2 Guinea-pig Serum: as CoMPUEMENr. 

0.1 cc. 

0.05 

0.05 

0.028 

0.013 

more than 0.25 ** 

0.05 

..less than 0.05 

sonim does not suffice to overcompensate the auto-anticomplement 
present. For example, the serum of rabbit III shows the following 
solvent action after the addition of 0.6 cc. rabbit serum: 

0.5 cc 
0.25 “ 

0.15 
0.1 

The abnormal course of this slight hsemolysis shows very well 
the interference of anticomplement on the one hand and of the 
amboceptor on the other. 

The similarity of the amboceptor produced by injections of goat 
•serum to that produced by injections of blood is more plainly seen 
by the fact that the anti-immune body obtained by immunization 
acts against the former amboceptor just as well as against the latter. 
Table HI shows this behavior very well. 

The anti-immune body used was contained in the inactivated 
serum of a goat which had been injected several times with the serum 
of rabbits immunized with ox blood. 0.3 cc. of this anti-immune 
body serum were mixed with varying amounts of the amboceptor sera 
to be tested and the mixtures kept at room temperature for one hour. 
Thereupon 1 cc. of a 5% suspension of ox blood-cells was added to 


0 0.075 cc very little 

trace 0.05 

0.025 trace 

very little 
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each specimen, which was then kept on a water-bath at 38® C. for 
one hour, after which the mixtures were centrifuged. The blood- 
cell sediment was again suspended in salt solution and 0.15 cc. guinea- 
pig serum added as complement. The solution which then ensued 
was a measure for the bound amboceptor, or for the deflection by the 
antiamboceptor. Control tests were made with 0.3 cc. normal in- 
active goat serum in parallel experiments. 


TABLE III. 

A. Inhibition- of the Amboceptor of the Rabbit 
Treated with Goat Serum. 


Amount of 
Amboceptor. 

+ 0.3 Antiamboceptor. 

+ 0.3 Normal Inactive 
Goat Serum. 

0.25 

complete solution 

complete solution 

0.15 

strong 

li iC 

0.1 

little 

(C IC 

0.075 

very little 

t< le 

0.05 

0 

(C (t 

0.025 

0 

strong 


B. Inhibition of the Amboceptor of the Rabbit 
Treated with Goat Blood. 


0.2 

complete solution 

complete solution 

0.15 

strong 

r< (t 

0.1 

little 

it i C 

0.075 

trace 

t C it 

0.06 

0 

it it 

0.05 

0 

moderate 

0.025 

0 

little 

0.012 

0 . 

trace 

0.009 

0 

0 


The antiamboceptor is thus seen to offer exactly the same pro- 
tection against the amboceptors obtained as a result of goat-blood 
injections and those resulting from goat-serum injections, whereby 
their identity is demonstrated. 

The presence of free receptors in the urine and serum leads to the 
conclusion that an active receptor metabolism exists in the organism 
of the goat; in other words, that receptors are constantly reaching 
the serum from the cells and are then excreted by the kidney. 
Whether one is here dealing with decomposition products or with 
the products of some secretion or other cannot be determined. The 
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faet that free receptors leave the serum to reappear in the urine seeros 
to make it probable that they have no significance for the organism 
itself. On the contrary, one may suspect that these are products 
of regressive metabolism which are eliminated from the body as 
useless. The explanation that the free receptors originate from the 
breaking down of red blood-cells or other cells is entirely sufficient. 
It may be, however, that there is a physiological thrusting-off of 
the same which bears some relation to their nutritive function. In 
view of the elimination through the urine, it seems improbable that 
this constitutes a regular function as anti-immune body against the 
action of a possible autolysin. That certainly would be an unsuita- 
ble process. In fact the free receptors evidently do not generally 
possess the character of antiautolysins, as Besredka ^ believes, for 
by injecting a rabbit with ox serum it was impossible to obtain any 
haemolytic amboceptors. This corresponds to the negative results 
obtained by London ^ on injecting guinea-pigs with rabbit serum. 

One thing is clearly shown by the presence of dissolved substances 
capable of producing amboceptors, namely, that without the idea 
of receptors a universally applicable conception of the origin and 
mode of action of the cytotoxins is impossible, as is also a clear con- 
ception of the nature of specificity.’^ 

Svbseqiient Note . — ^In a recently published study (Miinch. med. Wochen- 
schr. 1902, No. 32) P. Th. Muller reports on the production of haemolytic 
amboceptors by treating pigeons with guinea-pig serum, and he accepts the 
views here developed. 


^ Besredka, Annal. de ITnstitut Pasteur, Oct. 1901. 

2 London, Arch, des Sciences biologiques, St. Petersburg. 




XXIV. THE QUANTITATIVE RELATIONS BETWEEN 
AMBOCEPTOR, COMPLEMENT, AND ANTICOMPLE- 
MENT.i 


By Dr. J. Morgenroth, Member of the Institute, and Dr. H. Sachs, Assistant 

at the Institute. 

L Amounts of Amboceptor and Complement Required. 

Every laboratory in which systematic quantitative studies are 
made on haemolysis will have had encountered the relations exist- 
ing in different cases between the amounts of amboceptor and com- 
plement necessary for haemolysis. Attention was first called to these 
relations by v. Dungern,^ who described a hemolytic experiment 
with ox blood + amboceptor from a rabbit immunized with ox blood 
-f rabbit serum as complement. In this case he noticed that in order 
to accurately find the minimal amount of a completing serum neces- 
sary for haemolysis, it was necessary to employ a high multiple of that 
amount of amboceptor which is sufficient to effect complete solution 
when a large excess of complement is present. In determining the 
amount of complement required, v. Dimgern therefore employed 
sixteen times the required amount of amboceptor. Gruber also says 
recently that “highly prepared (sensitized) human blood-cells, in 
consequence of their preparatory treatment, are dissolved by a mini- 
mum of active normal serum. 

In the following we wish to describe several interesting observations 
made by us in the course of several years. 

We shall begin by describing a number of different cases in which 
the relations between the amount of amboceptor necessary for com- 
plete solution and that of the completing serum were studied. In 
the experiments 1 cc. of a 5% suspension of the blood-cells is always 
used. Especial emphasis is laid on the fact that in the comparative 
tests all the test-tubes contained the same volume of fluid. 

The first experiments were made with sheep blood + amboceptor 
of a goat immunized with sheep blood -f guinea-pig serum as com- 
plement. (See Table I.) 

^ Reprint from the Berl. klin. Wochenschr. 1902, No. 35. ^ 
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TABLE I. 

1 cc. 5% Sheep Blood + Amboceptor op Goats Treated with Sheep 
Blood + Guinea-pig Serum as Complement. 


Amouat of 
Amboceptor. 

Proportioa of 
the Amounts of 
Amboceptor. 

Amount of 
Complement 
Suj05lcient for 
Complete 
Solution. 

Proportion of 
the Amounts of 
Complement. 


I. 


0.05 

IX 

0.008 

1 

0.2 

4X 

0.0025 

1 

3.2 

0.4 

8X 

0.0014 

1 

5.6 


II. 


0.025 

IX 

0.04 

1 

0.038 

1.5X 

0.025 

1 

1.6 

0.05 

2X 

0.025 

1 

1.6 

0.075 

3X 

0.02 

1 

2 

0.1 

4X 

0.016 

1 

2.5 

0.2 

8X 

0.01 

1 

4 

0.5 

20 X 

0.004 

1 

10 


III. 


0.05 1 

IX 

0.1 

1 

0.1 

<1 

2X 

0.03 

1 

3.3 

0.2 

4X 

0.01 

1 

10 

0.4 

8X 

0.01 

1 

10 


ly. 


0.05 

IX 

0.08 

1 

0.1 

2x 

0.015 





5.3 

0.2 

4X 

0.004 
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The figures in Table I show that in the four similar cases here 
examined the relation between the amount of amboceptor and of . 

the complement required is such that in the presence of larger amounts 
of amboceptor smaller doses of complement suffice for complete hamolysis. 

The relation is not exactly the same in the separate cases, as can 
readily be seen from the figures of columns 2 and 4. In one case (I) j 

increasing the amboceptor eight times reduced the amount of com- 
plement required only to whereas in another case (IV) increas- 
ing the amount of amboceptor only four times reduced the comple- 
ment required to This shows us at once that there is no definite 

ratio between the two factors. The causes of this varying relation 4 

will be discussed later. 

The phenomenon in question is much less marked in the cases j 

reproduced in Table II, in which the combination was ox blood + the j 

amboceptor of specifically immunized rabbits + guinea-pig serum or i 

rabbit serum as complement. 


TABLE II. 

A. 1 cc. 5% Ox Blood 4- Amboceptor of Rabbits Treated with Ox Blood + 
Guinea-pig Serum as Complement. 


Amount of 
Amboceptor. 

Proportion of 
the Amounts of 

Amount of 
Complement 
Sufficient for 

Proportion of 
the Amounts of 

Amboceptor. 

Complete 

Solution. 

Complement. 
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TABLE II — Continiced. 
B. The Same, but Rabbit Serum as 


Amount of 
Amboceptor. 


Proportion of 
the Amounts of 
Amboceptor. 


Amount of 
Complement 
Sufficient for 
Complete 
Solution. 


Complement. 


Proportion of 
the Amounts of 
Complement. 
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Here we see that the employment even of very high multiples of the* 
amboceptor effects a reduction in the amount of complement required 
of one-third to one-sixth at the most. But what is particularly char- 
acteristic for this case is the fact that the minimal amount of com- 
plement is almost reached with a small multiple of the ‘^amboceptor 
unit/^ ^ and that it does not materially change with a further in- 
crease of the amboceptor. Thus, in Table II, A, we see that when 
five times the amboceptor unit is employed the amount of comple- 
ment required is 0.01; when 25, 50, or 100 times the unit is employed 
the complement is 0.008. Table II, B, shows that with the employ- 
ment of two to three times the amboceptor unit the maximum of 
complement action is already attained. 

An entirely analogous behavior is shown by the cases in Table III, 
in which the same blood and the same amboceptor are used as in 
Table I, but in which different kinds of complement are added, 
namely, sheep serum and horse serum. 

These cases constitute the transition to those reproduced in Table 
IV which deal with ox blood -b the amboceptor of goats treated with 
ox blood -f- three different complements, namely, guinea-pig, rabbit, 
and sheep serum respectively. In these also a limit is reached beyond 
which the decrease of complement required is hut slightly or not at all 
affected by an increase in the amount of amboceptor. 

We see therefore that with an increase of the amount of amboceptor 
the amount of complement required at one time drops to a greater or less 
degree, at another time it remains unchanged. Upon what does this 
phenomenon depend? In order to explain this we must consider three 
factors which may be combined with one another, and which must be 
considered in each individual case. These are: 1. The receptors 
present in the red blood-cell. 2. The conditions of affinity. 3. The 
plurality of the amboceptors. 

So far as the first point is concerned we know that the amount of 
receptors of the red blood-cells may exhibit great differences in any 
individual case.^ 

^ We use the term “ amboceptor unit ” to specify that amount of amboceptor 
which on the addition of the optimal amount of complement just suffices for com- 
plete haemolysis. In the same sense R. Pfeiffer uses the teim ' ‘immunity unit” 
when speaking of bactericidal sera. Corresponding to the amboceptor unit 
the ^^receptor unit” is that amount of 'receptor which binds the amboceptor 
unit. 

2 See Ehrlich, Schlussbetrachtungen in Notfmagels spec. Pathologie und 
Therapie, Vol. VIII, Vienna, Holder, 1901 ; and Ehrlich and Morgenroth, page 71 . 
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amount of complement can readily result owing to the deflection 
phenomenon whose significance was first pointed out by M. Neisser 
and Wechsberg.i 


TABLE IV. 

A. 1 cc. 5 % Ox Blood + Amboceptor op Goats Treated with Ox Blood + 
Guinea-pig Serum as Complement. 

B. The Same + Rabbit Serum as Complement. 

C. The Same + Sheep Serum as Complement. 


Amount of the 
Amboceptor. 

Proportion of 
the Amounts of 
Amboceptor. 

Amount of 
Complement 
which Suffices 
for Complete 
Solution. 

Proportion of 
the Amounts of 
Complement. 


A. 


0.1 

IX 

0.01 

1 

0.2 

2X 

0.01 

1 

0.4 

4X 

0.01 

1 

0.8 

8X 

0.01 

1 


B. 


0.1 

IX 

0.15 

1 

0.2 

2X 

0.15 

1 

0.4 

4X 

0.15 

1 

0.8 

8X 

0.15 

1 


C. 


0.1 

IX 

0.1 

1 

0.2 

2X 

0.1 

1 

0.4 

4X 

0.1 

1 

0.8 

8X 

0.075 

1 

1.4 


The problem is more difficult in those cases in which the red blood- 
cells contain a plurality of receptor units and therefore bind a mul- 
tiple of amboceptor units. In these cases the result of the experi- 
ments will depend mainly on the following factors. 

We know that as a rule the affinity of the amboceptor^s comple- 
mentophile group is increased when the cytophile group is anchored 
by the receptors. If this relative increase of affinity is very large, 
the added complement will combine exclusively with the anchored 
amboceptor, and in certain doses will effect solution. In this case 


^ M. Neisser and Wechsberg, see page 120. 
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the required equivalence will already be reached with the amount of 
complement just sufficient for solution, and an increase of the com- 
plement action by loading the blood-cells with additional ambo- 
ceptor will not occur. 

The conditions, however, are entirely different if the affinity of 
the complementophile group of the anchored amboceptor for the 
complement is only very slight; in other words, when we are dealing 
with an easily dissociated combination in a reversible process. In 
that case, in accordance with a well-known chemical law, the more 
of one of the elements is in excess, the more of the completed combination 
will remain intact. Hence if there are very few receptor units in the 
blood-cells, it will be necessary to add very much complement in order 
to diminish the amount of dissociation and to cause the formation 
of an effective unit of hfemolysin; if more receptor units are present, 
less complement will suffice. The tables here given present numerous 
considerations which show that little amboceptor -{-much complement 
and much amboceptor + little complement lead to the formation of the 
same amount of complement-amboceptor combination (haemolysin 
unit) anchored by the receptors. 

A most conspicuous role, however, is played by the fact that the 
immune serum is not a simple substance, but is made up of partial ambo- 
ceptors to which various dominant complements of the sera correspond. 
Of especial importance in this respect are partial amboceptors present 
in immune serum in small amounts (and which therefore can only 
come into action when high multiples of the immune serum are 
employed), but which, for their completion, find a partial complement 
which is particularly plentiful in the completing serum. Such a 
partial amboceptor present in these small amounts (such, for example, 
as has been demonstrated in the serum of rabbits treated with ox 
blood) constitutes one of the main explanations for the phenomena 
above described. 

From these considerations we see that the various phenomena 
which we observe in the interdependence of the amounts of ambo- 
ceptor and complement required may have entirely different causes, 
but that, by regarding all of the three above-mentioned factors, these 
phenomena can be explained very naturally. Under these circum- 
stances it is, of course, not permissible to generalize from one particular 
case. 
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II, Amount of Amboceptor and Anticomplement Required. 

The following observations deal with the quantitative relations 
existing between the amount of amboceptor and that of the anticom- 
plement required to prevent hemolysis. In a number of cases we 
determined the amount of anticomplement which just suffices to 
prevent the solution of red blood-cells loaded with varying amounts 
of amboceptor, when that amount of complement was present which 
always just sufficed for complete solution. 

The majority of our experiments again refer to the solution of 
sheep blood by an immune serum (derived from a goat) whose ambo- 
ceptor is complemented by guinea-pig serum. This, it will be re- 
called, is the case in which with large amounts of amboceptor the 
complement required decreases considerably. For the anticomple- 
ment we made use of the serum of a goat which had previously been 
treated with repeated injections of rabbit serum. This serum, as 
can be seen from a previous communication, does not only protect 
against the complement of rabbit serum, but also against those of 
guinea-pig serum. 

To begin, the amount of completing guinea-pig serum was deter- 
mined which, with varying amounts of amboceptor, sufficed for 
the complete solution of 1 cc. 5% sheep blood. After this the quan- 
tity of anticomplement required in each instance to effect neutrali- 
zation was determined, whereupon complement and anticomplement 
were mixed and kept at 37° C. in an incubator for half an hour. 
Blood and amboceptor were then added. Such an experiment is 
reproduced in Table V. 

As shown in the table by the degree of haemolysis, the peculiar 
behavior is observed that with small amounts of amboceptor 0.015 
cc. anticomplement serum neutralize the complement of 0.05 in guinea- 
pig serum, whereas with large amounts of amboceptor 0.35 cc. anti- 
complement serum are required to neutralize 0.006 guinea-pig serum. 
If we calculate the amount of complementing serum neutralized in 
both cases by 1 cc. anticomplement serum, we find that in one case 
it is 3.3 cc., in the other 0.017 cc. Hence when large amounts of ambo- 
ceptor are employed the anticomplement acts 195 times weaker. 
The required amount of anticomplement is therefore absolutely 
dependent on the quantity of the amboceptor employed. This 
-becomes most evident by the fact that even with equal amounts of 
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complement required, but with varying additions of amboceptor (see 
columns a and h of Table V), different amounts of anticomplement 
(corresponding to the amount of amboceptor present) are required 
to neutralize the complement, more being required with larger amounts 
of amboceptor. In these cases, therefore, the amount of anticomplement 
required is far from being a simple function of the amount of comple- 
ment, hut is dependent on the amount of amboceptor present, 

TABLE V. 

A. 


Amount of the Amboceptor. 

Amount of the Complement Sufficient for 
Complete Solution. 

0.3 

0.005 

0.05 

0.005 

0.01 

0.01 

0.005 

0.035 


B. 


Amount of 
Anticomple- 
ment. 

a 

Amboceptor, 0.3. 
Complement, 0.006 

& 

Amboceptor, 0.05. 
Complement, 0.006 

c 

Amboceptor, 0.01. 
Complement, 0.01. 

d 

Amboceptor, 0.005 
Complement, 0.05. 

0.35 

0 

0 

0 

0 

0.25 

faint trace 

0 

0 

0 

0.15 

trace 

0 

0 

0 

0.1 

i t 

0 

0 

0 

0.075 

moderate 

faint trace 

0 

0 

0.05 

complete 

trace 

faint trace 

0 

0.035 

moderate 

little 

0 

0.025 

ti 

complete 

{ { 

0 

0.015 

i t 

1 1 

complete 

0 

0.01 

( c 

11 

{ i 

faint trace 

0 

1 c 

IC 

( t 

complete 


In several other combinations, which we analyzed in a similar 
manner, we met with the same behavior to a greater or less extent. 
In Table VI such an experiment is reproduced; it deals with the 
solution of ox blood by an amboceptor derived from rabbits and 
complemented by guinea-pig serum. As in the previous case, inactive 
serum of a goat treated with rabbit serum served as anticomplement. 

In this case when small amounts of amboceptor are present 1.0 
cc. of the anticomplement serum neturalizes 1.0 cc. guinea-pig serum; 
with larger amounts of amboceptor it neutralizes only 0.067 cc.; 
i.e., about fifteen times less. 
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TABLE VI. 

Ox Blood + Amboceptor of an Ox-blood Rabbit +Gtjinea-pig Serum. 


Amount of 
Amboceptor. 

Amount of Complement Sufficient to 
Effect Complete Solution. 

0.2 

0.004 

0.05 

0.075 

Anticomple- 

ment. 

Amboceptor, 0.2. 
Complement, 0.05. 

Amboceptor, 0.004. 
Complement, 0.1. 

0.75 

0.5 

0.35 

0.25 

0.15 

0.1 

0.075 

‘0.05 

0.035 

0.025 

0.015 

0.01 

0 

strong 

almost complete 
complete 

t c 

tl 

it 

iC 

tl 

it 

t < 

0 

0 

0 

0 

0 

0 

trace 

little 

moderate 

strong 

almost complete 
complete 


The study of the phenomena of immunization has taught us that 
nothing is so liable to error as premature generalization. Hence 
we were not at all surprised to find that there are cases in which, 
in contrast to that above described, the quantity of anticomplement 
required appeared exclusively to be a function of the amount of 
complement, and in no way dependent on the degree of occupation 
of the receptors by amboceptors. Curiously enough this case con- 
cerns the combination first described, namely, sheep blood, ambo- 
ceptor of goats treated with sheep blood, and guinea-pig serum as 
complement, with this difference^ however, that in this case the anti- 
complement was not the same, since it was derived from a rabbit treated 
with guineor-pig serum. This anticomplement, therefore, so far as its 
relation to guinea-pig serum was concerned, can be termed ‘'iso- 
genic^' in contrast to the anticomplement previously used, which 
can be termed “alloiogenic," since it was derived by injecting rabbit 
serum. The experiment is shown in Table VII. 

Here we see that neutralization of the ten times larger amount of 
complement, such as is made necessary by the smaller amount of 
amboceptor, requires ten times as much anticomplement as it does 
with one-tenth the quantity of complement when larger amounts 
of amboceptor are used. 
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TABLE VII. 


Amount of 
Amboceptor. 

Amount of Comple- 
ment SuflScient for 
Complete Solution. 

Amount of Comple- 
ment in the Anti- 
complement Test. 

Amount of Anticom- 
plement Required 
for Complete Neu- 
tralization, 

0.1 

0.02 

0.025 

0.04 

0.2 

0.0025 

0.0035 

0 . 0 C 5 

The results of the experiments : 
ally opposite, for in one case there 

in the various cases are diame tric- 
is a relation between complement 


and amount of anticomplement required with different quantities of 
amboceptor, in other cases there is a wide divergence. How are 
these phenomena to be explained? 

To begin, let us assume for the sake of simplicity that comple- 
ment and anticomplement are of simple constitution. In that case,, 
if, as all our experiments show, the affinity of complement is much 
greater for anticomplement than for amboceptor, the neutralization 
of complement and anticomplement should follow stoichiometric laws. 
As a matter of fact this is what we found in the last case (Table \T]). 
In the first two cases, however, the results diverge so widely from 
this, and are moreover so far beyond the limits which might be c aused 
by errors, that from this fact alone it necessarily follows that con- 
ditions of affinity cannot by themselves suffice for an ex|:lanation. 
We are therefore compelled to call to our aid another factor, one 
which we have already emphasized, namely, 'plurality of the cample- 
merits and anticomplements. 

Let us assume that in this case two dominant complements, 
A and B, came into play in the complementing serum. T he serum 
serving as anticomplement must therefore contain the corresponding 
anticornplement a or /?. It is self-evident that the corresponding 
anticomplements are present in the isogenic serum; that they may 
also appear in the serum obtained by injection of a different serum, 
e.g. of rabbit serum, is shown by previous experience. It is not at 
all necessary to assume that rabbit serum contains exactly the same 
complements A and B present in guinea-pig serum; it suffices to 
assume a partial identity for the rabbit serum's complements {Ai and 
Bi), namely, an identity in the haptophore group. 

Following the terminology of the theory of numbers in which ‘Triendly 
numbers"’ (numeri amicabiles) are spoken of, one could designate complements 
of different species which correspond in their haptophore groups, as “friendly 
complements.” 
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Now if one injects any serum containing two different comple-* 
ments, the production of partial anticomplements will to a great 
extent depend on the relative amount of the two complements. For 
example, if in one case there is considerable complement A and but 
little B, while in another case there is considerable B and little A, 
the anticomplement will be directed for the greater part against A 
in the one case, and against B in the other. It is therefore readily 
understood that with isogenic sera the yield of anticomplements can 
correspond fairly well to the mixture of complements present in the 
injected material, for the average composition of this mixture is 
quite constant. A serum thus results which to a certain extent is 
fitted to the complements of the serum injected. 

Since, however, a serum contains, not two complements as we 
have assumed for the sake of simplicity, but a large number of com- 
plements, it can, of course, happen even with isogenic anticomple- 
ments that a disharmony will occur so far as certain fractions of 
complements are concerned. The following case shows that even 
with an isogenic anticomplement the relative proportion between 
complement and anticomplement with different amounts of ambo- 
ceptor is not maintained. (See Table VIII.) 


TABLE VIII. 

Huivia-n Blood + Amboceptor op a Human-blood Rabbit + Rabbit Serum - h 
Anticomplement from the Goat Treated with Rabbit Serum. 


Amount of Amboceptor. 


Amount of Complement Necessary for 
Complete Solution. 


0.2 

0.2 

0.05 


0.05 

0.05 

0.075 


Anticomplement. 


0.1 

0.075 

0.05 

0.035 

0.025 

0.015 

0.01 

0 


Amboceptor, 0.2. 
Complement, 0.05 


0 

0 

trace 

I c 

little 
moderate 
almost complete 
complete 


Amboceptor, 0.1. 
Complement, 0.05. 


0 

0 

0 

0 

trace 

( i 

little 

complete 


Amboceptor, 0.05. 
Complement, 0.1. 


0 

0 

0 

0 

0 

trace 

moderate 

complete 


In tins case 1.0 cc. anticomplement neutralizes 4.0 cc. complement when 
0.5 cc. amboceptors are present, 1.42 cc. when 0.1 cc. amboceptor is present 
and only 0.67 cc. complement with 0.2 cc. amboceptor. ’ 
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A priori, it is, of course, conceivable that in the rabbit the 
complements Ai and Bi exist exactly in the same proportion as do 
complements A and B in the guinea-pig, but we must admit that 
this would be a coincidence. In all probability the development 
of the alloiogenic anticomplement will result in a serum in which the 
proportion of the two anticomplements is absolutely different, so 
that, for example, anticomplement B will be present in much smaller 
amount than in the isogenic anticomplement serum. The behavior 
of this will then be as follows: A certain quantity of the isogenic 
anticomplement serum produced by guinea-pig serum (presupposing 
that its constitution is uniform) will neutralize guinea-pig serum in 
such a way that complement A and complement B of this mixture 
are neutralized at the same time. If we proceed to do the same 
with the alloiogenic anticomplement serum, we find that in the mix- 
ture of anticomplement and guinea-pig serum, complement A is 
completely neutralized, but that a larger or smaller excess of com- 
plement B is still unsaturated. In those cases in which comple- 
ment A is the dominant complement both mixtures will prove neutral; 
when amboceptors are employed for which B is the dominant com- 
plement, only one of the mixtures will be neutral, the other will still 
be active. 

Now we shall assume that with the employment of large amounts 
of amboceptor, a partial amboceptor comes into action which is 
present in the immune serum in relatively small quantity. This partial 
amboceptor is complemented by complement B contained in guinea-pig 
serum, whereas the preponderating amboceptor is sensitized by comple- 
ment A, Complement B finds a plentiful amount of anticomple- 
ment in the isogenic immune serum, but not in the alloiogenic serum. 
In the latter case, therefore, disproportionately much serum contain- 
ing B anticomplement will be required in order to inhibit the com- 
plement action when large quantities of amboceptor are present. If 
the difference becomes so great that the anticomplement against 
complement B is present only in very slight amounts, we shall have 
a condition like that described by Marshall and Morgenroth (see 
page 222). They found an ascitic fluid which was . effective only 
against a particular complement of a serum, while it was entirely 
inert against another serum of this same species. 

We have endeavored to establish this point of view on a wider 
experimental basis. With this end in view we first xised small amounts 
of amboceptor, adding various multiples of the complementing dose 
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of serum and then determining the amount of anticomplement 
required in each ease. In one of the experiments we made a parallel 
test with a large excess of amboceptors. The results showed that 
under these circumstances, for each of the cases and with a certain 
amount of amboceptor, the anticomplement required is proportionate 
to the amount of complement. This is shown in Table IX. 

TABLE IX. 

1 cc. 5 % Sheep Blood + Amboceptor op Goats Immunized with Sheep 
Blood + Guinea-pig Serum as Complement. 

The serum of a goat treated with rabbit serum, as anticomplement. 


Amount of 
Amboceptor. 

Amount of 
Complement. 

Amount of 
Anticomplement 
Necessary for Com- 
plete Neutralization. 

A. Little Amboceptor (==1 Amboceptor Umt). 

0.005 

0.1 

0.22 

0.005 

0.2 

0.4 

B. Much Amboceptor (=25 Amboceptor Units). 

0.125 

0.006 

0.24 

0.125 

0.012 

0.42 

0.125 

0.024 

0.8 


1 cc. 5% Ox Blood + Amboceptor of a Goat Immunized with Ox Blood + 
Rabbit Serum as Complement. 

The serum of a goat treated with rabbit serum as anticomplement. 


Amount of 
Amboceptor. 

Amount of 
Complement which 
is just Fully 
Neutralized. 

Amount of 
Anticomplement. 

0.15* 

0.2 

0.1 

0.15 

0.1 

0.05 

0.15 

0.05 

0.025 


* = about 2 amboceptor units. 


Here, then, we are dealing with the same phenomenon which in 
the domain of antitoxin immunity we know as the multiplication of 
the Lq dose. From our standpoint this is easily explained, for if 
at any point in the saturation of the blood-cells^ amboceptors a 
certain amount of the complement dominant in this case is neutral- 
ized by a certain quantity of anticomplement, the other conditions 
will in no way be altered by a doubling, quadrupling, etc., of the 
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complement, and the amount of complement and that of anticom- 
plement required remain in the same ratio. A definite relation there- 
fore exists in every grade of amboceptor saturation between the amount 
of complement and that of anticomplement required. This is in con- 
trast to the great differences which appear when the occupation 
with amboceptors varies. The relation just described indicates that 
we are here dealing with a chemical process following stoichiometric laws. 

We should like to mention further that this peculiar behavior observed by 
us is of some importance in refuting an objection made by Gruber (1. c.) against 
Wechsberg. As is well known, Gruber believed he had shown that in the 
bactericidal sera anticomplements were present produced by the immuniza- 
tion. This he held to be very important, since according to his view it showed 
that the deflection of complements by excess of amboceptors, which had been 
described by Neisser and Wechsberg, was incorrect. This is not the place to 
enter into the great improbability of Gruber’s deductions, for this has already 
been well pointed out by Wechsberg, by Lipstein,^ and by Levaditi.^ Wechs- 
berg ^ repeated Gruber’s experiments, but was unable to confirm his results. 
Sachs also was unable to do this. Gruber has now objected to Wechsberg’s 
work on the score of a gross error, saying that Wechsberg worked with weakly 
sensitized blood-cells, whereas he had used strongly sensitized blood-cells. 
Wechsberg had therefore used considerably more complement than he, and 
had in consequence required much more anticomplement for neutralization, 
so that the presence of small quantities of anticompleinent could easily have 
escaped Wechsberg. 

From what has been said above, however , just the contrary occurs; with alloio- 
genic sera larger amounts of anticomplement are used. That the anticomple- 
ment which would be produced artificially by injections of bacteria (even if 
that be regarded as conceivable) would eminently be alloiogenic need not 
further be emphasized. It is shown by Table VIII that the conditions which 
Gruber assumed to exist do not obtain, even with an isogenic anticomplement, 
in Gruber’s case (human blood -I- human-blood rabbit 4- rabbit serum). It is 
unnecessary to enter further into Gruber’s objections, for Wechsberg * has 
succeeded through the demonstration of complementophile amboceptoids in 
flnding the source of the differences. These amboceptoids have meantime 
been found independently by E. Neisser and Friedemann ® and by P. Th. Muller.® 

It is immaterial in judging of this phenomenon whether in the anticomple- 
mentary sera used by Gruber the diverting amboceptoids developed as a result 
of long standing or under the influence of too high an inactivating temperature. 
The main thing is that even the phenomenon observed by Gruber and used 


^ Lipstein, see pages 132 et seq. 

* Levaditi, Compt. rend. Soc. de Biol. 1902, No. 25. 

® Wechsberg, Wiener klin. Wochenschr. 1902, Nos. 13 and 28. 
*Ibid. 

® Neisser and Friedemann, Berl. klin. Wochenschr. 1902, No. 29. 
® P. Th. Muller, Munch, med. Wochenschr. 1902, No. 32. 
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by Tiim as an objection constitutes a new and telling demonstration of the 
correctness of the amboceptor theory. 

Thus we see that the anticomplement experiments give us a 
further insight into the mechanism of hsemolysin action. This in 
its turn shows that the simple luiitarian conception must be aban- 
doned to be replaced by the view maintained by us that the exciting 
substances as well as the reaction products arising in immunization 
are exceedingly manifold in character. 




XXV. THE HAEMOLYTIC PROPERTIES OF ORGAN 

EXTRACTS.! 


IBy Dr. S, Korschun", of Charkow, and Dr. J. Morgenroth, Member of the 

Institute. 

The first observations concerning the haemolytic properties of 
organ extracts were published, so far as we are aware, by Metchni- 
koff.2 

Proceeding from his observation that in the peritoneum of the 
guinea-pig goose blood-cells are taken up by certain phagocytes, 
the macrophages, and digested intracellularly, Metchnikoff sought to 
demonstrate digestive actions in vitro in extracts of such organs 
which are rich in macrophages. He regarded the haemolytic function 
as an indicator of this digestive action. He found that extracts of 
certain organs of guinea-pig (but not guinea-pig serum) exerted a 
haemolytic action on goose blood; the lymphoid portion of the omen- 
tum showed this action quite regularly, the mesenteric glands fre- 
quently, and in a limited number of cases the spleen. Of the other 
organs the pancreas showed a marked, and the salivary glands a 
weak hemolytic action; the bone marrow, liver, kidney, brain and 
spinal cord, ovaries, testicles, and adrenals were inert. 

Metchnikoff found the haemolytic substance to be a soluble ferment 
contained in the macrophages; he termed it '^macrocytase^' to dis- 
tinguish it from the bactericidal ferment derived from microphages, 
which he calls ‘^microcytase.’’ It shows itself to be a ^^cytase^'^ 


' Reprint from the Berlin, klin. Wochenschr. 1902, No. 37. 

2 Metchnikoff, Annal. de ITnstit. Pasteur, Oct. 1899; see further references 
■in Metchnikoff, lTmmunit6, Paris, 1901. 

® Metchnikoff and his pupils use the term *^cytase^^ for our complements 
as well as for the complex cytotoxins (hsemolysins, bacteriolysins, etc.) of 
normal sera. It is to be regretted that although in numerous instances these 
have been shown to consist of amboceptor and complement this fact has not 
been sufficiently regarded by this school (see especially the recent studies by 
Sachs, pages 181 et seq., and Morgenroth and Sachs, page 233). 



26S COLLECTED STUDIES IX IMMUNITY. 

by its behavior toward heat, completely losing its action on being 
heated to 56° C. for three-quarters- of an hour. 

Observations in this same direction have been made by Shibayama ^ 
and Klein 2 and a comprehensive study by Tarassevitsch ^ has recently 
appeared from MetchnikofEs laboratory. 

Shibayama, working in Kitasoto's laboratory, studied the action 
of extracts of guinea-pig organs on dog blood and obtained hemolysis 
with those of spleen and lymph glands, but not with those of bone 
marrow and other organs. Without further analysis he classes as 
identical the hemolytic substances of the organs and the specific 
hsemolysins which appear in the serum after immunization with dog 
blood-cells. This leads him to the following conclusion: ''From the 
facts mentioned it can readily be seen that the hsemolytic side-chains 
of the guinea-pig are already physiologically present in the spleen and 
lymph-glands and that the injection of dog blood aids their hyper- 
production.” 

Klein prepared the organ extracts by crushing them with quartz 
gravel, then mixing with an equal amount of physiological salt solu- 
tion and filtering in the cold. The only constant effect was the 
haemolytic action of the extract of pancreas; in a few cases the ex- 
tract of kidney and of intestinal mucosa also dissolved the red blood- 
cells. 

Metchnikoff's experiments were continued in his laboratory by 
Tarassevitsch, who studied principally the organs of guinea-pigs, 
rabbits, and dogs. Corresponding to MetchnikofLs first experiments, 
he tested the haemolytic action mostly on avian blood-cells, but also 
on those of mammals. In the guinea-pig, in the great majority of 
cases, he found the extracts of omentum, mesenteric lymph-glands, 
and spleen to be haemolytic. Besides this pancreas extract and in 
many cases salivary gland extract were hsemolytic. In general the 
haemolytic action of the organ extracts of rabbits is weaker than that 
from the organs of guinea-pigs. Omentum, spleen, and mesenteric 
glands frequently were haemolytic; the salivary glands acted feebly; 
bone marrow, liver, and thymus were not haemolytic. According to 
Tarassevitsch j therefore , only the macrophagic organs and the digestive 
glands possess a hcemolytic action. 

^ Shibayama, Centralblatt f. Bact., Vol. 30, 1901, No. 21. 

* Klein, K. k. Ges. der Aerzte in Wien, Sitzung von Dec. 20, 1901, reported 
in Wiener klin. Wochenschr. 1901, No. 52. 

® Tarassevitsch, Sur les Cytases, Annal. de ITnst. Past. 1902. 
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' If the organ extracts are heated to 56° C. for half or one hour 

the haemolytic property disappears in many cases; in other cases it 
^ is diminished; very rarely it remains unchanged. According to 

Tarassevitsch, this variation from the “cytases^' (which in general 
are destroyed by heating for half an hour to 56° C.) is only an apparent 
one. In the organ extracts the ^^macrocytase^' is not completely 
I liberated, but is held back to a great extent by the cell detritus pres- 

I ent in the emulsion. It leaves the detritus only very slowly and 

; incompletely, as is shown by the fact that the entire emulsion is always 

i more active than the fluid portion obtained by centrifuging, and 

I also that by filtering through paper the clear fluid is deprived of the 

I greater part of the properties which the entire emulsion possesses. 

I This filtered fluid, in which, according to Tarassevitsch, all the 

'^cytases'^ present are in dissolved form, is said to behave toward 
thermal influences like haemolytic serum. 

Finally according to Tarassevitsch the thermostability of the entire 
I extracts is not very great. If he heated his extracts a little higher, one 

to two hours, to 58.5°, 60°, 62°, the hcemolytic property disappeared com- 
pletely. 

From this behavior toward thermic influences Tarassevitsch 
concludes that the relationship of the haemolytic substances of the 
organ extracts to the '^cytases^^ of serum is perfectly clear, and that 
it is incorrect to ascribe a haemolytic property which can be de- 
I stroyed at such low temperatures, to osmotic phenomena or to the 

^ presence of ^^de quelques substances chimiques.'^ Hence, as Metchni- 

kofl assumed, the organs in question contain a macrocytase, and this 
circumstance proves that the macrophagic organs must play a r61e in 
the formation of the natural and the artificial hsemolysins. 

In the following pages we shall describe certain experiments in 
, which we have reached essentially different results from those obtained 

by Metchnikoff and Tarassevitsch. 

The emulsion of the organs was prepared as follows: The organs removed 
from the exsanguinated animals are rubbed up very finely with sea-sand which 
= has first been purified with hydrochloric acid. Then 5 to 10 times their weight 

of physiological salt solution is added and the mixture thoroughly shaken 
in a shaking-machine for two hours, whereupon the coarser particles are re- 
moved through several hours' centrifuging. A more or less uniformly clouded 
fluid remains. The organ extracts were employed as fresh as possible, though 
' it was found that they could well be preserved by freezing them at —10° to 

I -15° 0.^ 

I ^ On thawing them out we often observed the appearance of numerous 
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In studying the hemolytic action blood-cells were used which had been 
freed from serum as much as possible. 

The series of tubes was kept in the thermostat at 37° C. for two to three hours 
and overnight in the refrigerator at 8° C. In the presence of large amounts of 
organ extracts haemolysis proceeds rapidly; with small amounts it is very slow. 
The tubes must be frequently shaken while being kept at 37 °; the result can 
only be judged of on the following day. 

To begin we sought to gain a general idea of the haemolytic action 
of several organ extracts on various species of blood. The extracts 
of intestine and of stomach of the mouse as well as that of the stomach 
of guinea-pigs and of the pancreas of oxen always showed a strong 
hsemolytic action on all species of blood which we examined, 1,0 cc. 
to 0.5 cc. of the extracts sufficing to completely dissolve 1 cc. 5% 
blood of rabbit, guinea-pig, mouse, rat, goat, sheep, ox, pig, horse, 
dog, or goose. The rest of the organ extracts examined, namely 
guinea-pig intestine, rat intestine, rat stomach, varied in their hiemo- 
lytic property with different bloods, qualitatively as well as quanti- 
tatively. Extract of guinea-pig spleen dissolved only dog blood and 
guinea-pig blood ; extract of mouse spleen possessed a feeble haemolytic 
action on guinea-pig blood and pig blood. Extract of guinea-pig 
adrenals dissolved both the blood species examined in this case, viz., 
guinea-pig blood and goose blood. We found the extract of spleen, 
mesenteric lymph nodes, pancreas, stomach, intestine, and adrenals 
of one dog to be strongly haemolytic for guinea-pig blood, whereas 
in another case the spleen showed itself absolutely inert, although 
the pancreas was strongly haemolytic. This variation in the haemo- 
lytic action on various blood-cells has already been noticed by other 
investigators, and we therefore desire merely to call attention to a 
point which thus far has not been regarded, namely, that the organ 
extracts are able to dissolve the blood-cells of the same species and even 
of the same individual from which th^y are derived. 

Thus according to our experience emulsions of guinea-pig stomach, 
spleen, adrenal, kidney, and intestine, of mouse intestine and stomach, 
of rat intestine and stomach, of ox pancreas, dissolve the red blood- 
cells of their own species. The relation existing between this action 
on the blood of the same species and haemolysis of foreign species of 
blood is shown by the following two experiments. (See Table I.) 


clumps in the organ extracts which before had been free from visible particles. 
These clumps could be separated by centrifuge, and exhibited a haemolytic 
action when suspended in salt solution. 
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TABLE I. 

Emulsion op Mouse Intestine (10%). 



1 cc. 5% 

Ox Blood. 

Icc. 5% Guinea- 
pig Blood. 

1 cc. 5% Mouse 
Blood. 

1.0 

0.75 

0.5 

0.35 

0.25 

0.2 

0.15 

complete 

< i 

almost complete 
trace 

0 

0 

0 

complete 

1 1 

( i 

i ( 

i c 

i c 

1 c 

complete 

1 c 

( c 

trace 

0 

0 

Emulsion op Beef Pancreas (10%). 


1 cc. 5% 
Rabbit Blood. 

Icc. 5% Guinea- 
pig Blood. 

1 cc. 5% 

Ox Blood. 

0.5 

0.35 

0.25 

0.15 

complete 

strong 

0(?) 

complete 

0 

0 

0 

complete 

0 

0 

0 


These experiments show that the susceptibility of the body’s own 
blood may be very great, even as great as that of a foreign species 
of blood. Whether all these extracts dissolve the blood of the own 
individual we have not determined; we regard it as probable, however, 
since positive results were obtained in all experiments which we made 
in this direction, especially with extracts of mouse intestine and of 
guinea-pig stomach. 

These experiments (especially those with the extract of guinea- 
pig spleen, which Shibayama too found to be active only for dog 
blood) show that we are not here dealing with hcemolytic 'poisons of a 
general kind (such as saponin, the gallic acid salts, and certain alka- 
loids, like solanin, which dissolve all blood-cells regardless of species), 
but that these hsemolytic poisons possess a certain specificity which 
is of special biologic interest. 

The property of organ extracts to dissolve the blood-cells from the 
same individual is of great significance because neither when normal 
nor after immunizing procedures does the blood-serum of these animals 
ever contain substances which damage the blood-cells of the animal 
itself (autohsemolysins). Tarassevitsch himself noticed the great dif- 
ference. existing, on the one hand, between the absence of a marked 
hsemolytic action of guinea-pig serum on foreign species of blood 
and the strong hsemolytic action of the extracts of certain guinea-pig 
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organs, on the other. He believes to explain this by assuming a 
difference in the macrocytase extracted from the organs and that 
present in the serum. In any case this constitutes a serious dilemma 
for Tarassevitsch; for either there are several "'macrocytases'' as 
opposed to the Unitarian view of Metchnikoff or the macrocytase of 
serum is identical with that of the organ extracts. In view of this 
entirely different behavior, however, the latter does not appear 
acceptable to Tarassevitsch. 

Our first question was an entirely different one, for in all the cases 
of hsemolysis and bacteriolysis sufficiently examined we had never 
met with a simple alexin in the sense of Buchner and Metchnikoff, but 
invariably found a coaction of amboceptor and complement. In view 
of this our investigations had, above all, to determine whether the 
haemolytic organ extracts could be shown to be characterized by 
complement and amboceptor. 

These first doubts, namely, whether these substances corresponded 
to what we conceive as the complex haemolysins of blood-serum, led 
us to study the haemolytic organs in respect to those main character- 
istics which we have come to know in our study of the complex hae- 
molysins. These are: 1. The behavior toward thermic influences. 
2. The behavior when bound to the red blood-cells at low tempera- 
tures. 3, The power of producing antibodies by immunization. 

We shall begin by describing a number of typical experiments which 
show the behavior of the organ extracts toward higher temperature. 
Let us glance first at the experiments dealing with the effect of organ 
extracts on goose blood-cells, for this is the blood species which has 
been mainly used by Metchnikoff and Tarassevitsch. (See Table II.) 

These experiments clearly show that in most of the cases the 
haemolytic action of organ extracts on goose blood-cells is not at 
all or but slightly affected by a three-hour heating, to 62° C., and that 
heating to 100° C. for one hour and even for three hours does not 
produce any further damage. Only the haemolytic effect of extract 
of mouse intestine is reduced to about one-half by the heating to 
62° C.; heating to 100° C. for three hours causes but little additional 
damage. But that this cannot be a true destruction of part of the 
haeraolysin will be discussed later. We wish next to present additional 
experiments dealing with the behavior of heated organ emulsions on 
guinea-pig blood. (See Table III.) 

Nor is this result changed if stronger agents, such as alkalies or 
acids, are employed at high temperatures. (See Table IV.) 
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TABLE II. 

A. Action of Heated Organ Extracts on Goose Blood-cells (1 cc. 5%). 
I. Extract of Dog S'pleen (10%). 



Not Heated. 

3 Hrs. (62°). 

0.2 

complete solution 

C t (C 

complete solution 

0.15 

almost complete 

0.1 

very little 

very little to trace 


II. Extract of Dog Stomach (10%). 



Not Heated. 

3 Hrs. (62°). 

1 Hr. (100°). 

3 Hrs. (100°). 

0.35 

complete 

i 1 

complete 

complete 

complete 

( i 

0.25 

1 i 

a 

0.15 

( i 

1 1 

it 

t< 

0.1 

very little 

very little 

very little 

very little 


III. Extract of Dog Pancreas (10%). 



Not Heated. 

3 Hrs. (62°). 

1 Hr. (100°). 

3 Hrs. (100°). 

0.75 

complete 

complete 

complete 

complete 

0.5 

i t 

n 

( i 

fairly complete 

0.35 

strong 

0 

0 

0 

0.25 

very little 

0 

0 

0 

0.15 

0 

0 

0 

0 


IV. Extract of Dog Mesenteric Lymph Glands (10%). 



Not Heated. 

3 Hrs. (62°). 

1 Hr. (100°).^ 

3 Hrs. (100°).! 

0.75 

complete 

complete 

complete 

complete 

0.5 

i c 

i i 

strong 

strong 

0.35 

a 

almost complete 

very little 

very little 


1 Enormous coagula. 


V. Extract of Mouse Intestine (5%). 



Not Heated. 

3 Hrs. (62°). 

1 Hr. (100°). 

3 Hrs. (100°). 

0.35 

complete 

complete 

complete 

complete 

0.25 

a 

ti 


moderate 

0.2 

it 

strong 

strong 

( i 

0.15 

it 

moderate 

little 

little 

0.1 

almost complete 

little 

trace 

trace 
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TABLE III. 

Action of Heated Organ Extracts on Guinea-pig Blood (1 cc. 5%). 
I. Extract of Dog Mesenteric Glands (5%). 



Not Heated. 

1 Hr. (64®). 

30 Hrs. (100®). 

0.25 

0.15 

0.1 

0.075 

complete 

trace 

0 

complete 

0 

0 

complete 

1 1 

faint trace 

0 

IL Extract of Ox Pancreas (10%). 


Not Heated. 

1 Hr. (62®). 

0.35 

0.25 

0.15 

complete 

t i 

strong 

complete 

strong 

III. Extract of Ox Pancreas (20%). 


Not Heated. 

1 Hr. (68®). 

U Hrs. (100®). 

0.15 

0.1 

0.075 

0.05 

complete 

1 ( 

trace 

0 

complete 
( { 

trace 

faint trace 

complete 

trace 

0 

IV. Extract of Guinea-pig Stomach (10%). 


Not Heated. 

3 Hrs. (66®). 

0.25 

0.2 

0.15 

complete 

strong 

comjplete 

strong 


TABLE lY. 


Extract op Ox Pancreas (10%). 



. 

Not Treated. 

Containing 1/50 n. HCl 
Heated to 60® for 30 Min. 
and Neutralized 

Containing 1/50 n NaOH 
Heated to 60® for 30 Min. 
and Neutralized. 

0.35 

complete 

i t 

complete 

complete 

0.25 

almost complete 

almost complete 

0.15 

faint trace 

0 

0 

0.1 

0 

0 

1 

0 



THE HAEMOLYTIC PROPERTIES OP ORGAN EXTRACTS. 275 

All these experiments show that the organ extracts will bear 
heating to 62-68^ C. for hours, and even 100° for several hours, with- 
out suffering any change in their hsemolytic properties worth men- 
tioning. In these experiments, in fact, we have been unable thus 
far to find any limit for the thermostability of the organ extracts. 
We are therefore dealing with substances which withstand boiling 
(coctostabile), and this fact in itself is sufficient to disprove the assump- 
tion that they are ^^cytases."'’ 

The next question, of course, is how such a fundamental divergence 
between our results and those from Metchnikoff’s highly esteemed 
laboratory can be explained- We think we have discovered the cause 
of this, difference. It is as follows: 

In the above experiments it is of the greatest importance to shake 
the fluid previous to testing its haemolytic property; in that way the 
more or less plentiful precipitate formed on heating is again uniformly 
distributed throughout the fluid. Only the coagulnm produced by 
heating possesses a hsemolytic action. According to our experience, 
if a precipitate has been produced through heating, the clear fluid 
which is separated from this no longer possesses any hcemolysin what- 
ever, li the precipitate is separated by centrifuge the clear fluid will 
be found inert; on suspending the sediment in the requisite quantity 
of physiological salt solution a new emulsion is obtained which has 
preserved the ha3molytic property. This is shown in the following 
table.^ 

According to these experiments it would seem very probable that 
the contradictory results obtained by us on the one hand and by 
Metchnikoff and Tarassevitsch on the other are due to insufficient 
regard being paid by the latter to the precipitates formed in the 
organ extracts on heating. 

If we assume that the hsemolytic, coctostable substance is present 


* The coagula formed on heating may be so plentiful that they render an 
exact observation of haemolysis exceedingly difficult. It is frequently seen that 
haemolysis by means of heated organ extracts which are filled with coagula 
proceeds very slowly; apparently the precipitates offer considerable resistance 
to the escape of the haemolytic substance. Naturally, this constitutes a source 
of error, since with low temperature and too short a time for observation the 
hsemolytic action is underrated. This may also explain the occasional weaken- 
ing of heated organ extracts, to which we have already referred; in that case 
the weakening would not be due to a partial destruction of the hsemolytic 
substance. 
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TABLE V. 


I. Extract of Dog Lymph Glands (10%). 
Guinea-pig blood (1 cc. 5%). 



Presh. 

1 Hr. (62°). 

(No Coagulum.) 

1 Hr. (100°). 
Slight Precipitate, 
Centrifuged, and 
Suspended in Salt 
Solution. 

1 Hr. (100°). 
The Clear Fluid 
obtained by 
Centrifuging. 

2.0 



— 

complete 

0 

1.5 

— 

— 

i i 

0 

1.0 

complete 

complete 

i t 

0 

0.75 

1 1 

— 

0 

0.5 

1 1 

11 

complete 

— 

0.25 

1 1 

strong 

— 

— 

0.15 

strong 

very little 




II. Extract op Dog Pancreas (20%). 
Guinea-pig -blood (1 cc. 5%). 



Fresh. 

\ 1 Hour (62°). 

(No Coagulum.) 

1 Hr. (100°). 
Slight Precipitate. 
Centrifuged, and 
Suspended in Salt 
Solution. 

1 Hr. (100°). 
The Clear Fluid 
obtained by 
Centrifuging. 

2.0 

— 

— 

complete 

0 

1.5 

— 

— 

( ( 

0 

1.0 

complete 

complete 

It 

0 

0.75 

< i 

( t 

— 

0 

0.5 

i t 

little 

moderate 

0 

0.25 

little 

0 

— 

— 

0.15 1 

t { 

0 




III. Extract of Dog Intestine (10%). 
Goose blood (1 cc. 5%). 



1 Hr. (100°). 
Precipitate again 
Uniformly 
Distributed. 

1 Hr. (100°). 
Precipitate after Clentri- 
fuging, Suspended in 
Sm Solution. 

1 Hr. ( 100°). 
Centrifuged Fluid 
still somewhat 
Cloudy. 

1.5 

complete 

complete 

little 

1.0 


t i 

trace 

0.75 

tt 

t ( 

0 

0.5 

It 

almost complete 

0 

0.35 

almost complete 

0 

0 

0.25 

— 

— 

0 

0.2 

— 

— 

0 

0.15 

# 

— 

0 
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TABLE V — Continued. 

IV. Extract of Mouse Intestine (10%). 
Goose blood (1 cc. 5%). 



3 Hrs. (100°). 
Precipitate again 
Uniformly Distributed. 

3 Hrs. (100°). 
Precipitate Suspended 
in Salt Solution. 

3 Hrs. (100°). 

Clear Centrifuged Fluid. 

1.0 

complete 

— 

0 

0.75 

i t 

complete 

— 

0.5 


1 1 

0 

0.35 

tt 

strong 

0 

0.25 

moderate 
< 1 

trace 

— 

0.2 

1 1 

— 

0.15 

little 

faint trace 

— 

0.1 

very little 

minimal 

— 


in the organ extracts in dissolved form we find it difficult to under- 
stand the fact that it is abstracted from the fluid by means of the 
coagulum formed on heating. To be sure, one could think of an 
absorption by the coagulum. The complete abstraction by means 
of heating is, however, readily understood if the haemolytic substance 
is present, not in solution, but in a state of finest suspension; for it is 
a matter of common experience that substances finely suspended in 
a fluid are carried down with a precipitate produced in the fluid. 
The technique of clearing cloudy fluids rests to a large extent on such 
precipitations. 

We have not yet been able to decide definitely whether the hae- 
molytic substance is present in the fluid in dissolved form or in very 
fine suspension; we incline strongly to the latter view. We base 
this (1) on numerous experiences which show that by filtering the 
organ extracts through porous filtering candles the fluid obtained 
is entirely inert; (2) on the behavior of the haemolytic substance 
when treated with alcohol. 

One part of a 1% extract of ox pancreas is mixed with ten parts 
96% alcohol, and after a time the fluid is filtered off from the flaky 
precipitate which has formed. The entirely clear filtrate is distilled 
in vacuo and the portion left behind mixed with physiological salt 
solution. A coarsely flocculent suspension is thus obtained which 
possesses strong haemolytic action, about one-half to one-third of the 
original strength. If this mixture is now filtered, the clear filtrate is 
found to be absolutely inert, whereas the flakes washed from the 
filter exhibit almost the full haemolytic effect. The following experi- 
ment will serve as an example. 
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TABLE VI. 


Guinea-pig Blood (1 cc. 5 %), Extract of Ox Pancreas (10%). Portion 
Left from the Alcoholic Distillate Suspended in 0.85% Salt Solu- 
tion. 



Total Fluid. 

Clear Filtrate 

Suspension of the 
Flakes. 

I.o 

complete 

0 

complete 

0.5 

( t 

0 


0,35 

— 

0 1 

t € 

0.25 

complete 

0 


0.15 

— 

0 

strong 

0.1 

moderate 

0 

trace 


We are therefore evidently dealing with a substance which in the 
above treatment is dissolved in the alcoholic fluid but which is soluble 
to only a very slight degree in salt solution. 

Naturally a certain degree of solubility is alwa}7s one of the con- 
ditions of the haemolytic action observed, but this need only be a 
minimal one. The blood-cells can anchor the amount of haemolytic 
^ substance in solution at any given time and so render the fluid capable 
of taking up small amounts of the substance anew. This conception 
of a relative insolubility of the substance is readily reconciled with 
the haemolytic action. The process which takes place reminds one 
of that occurring with certain dyes, which, although not given off to 
the water from the dyed fibre, are nevertheless able by means of the 
watery medium to go from the dyed to undyed fibres. 

The coctostability of the hsemolytic substances of organ extracts, 
their adherence to solid particles, their solubility in alcohol — all these, 
in our opinion, show that these substances cannot be classed as iden- 
tical either with the ^‘cytases’^ of Metchnikoff or with our complex 
hsemolysins. Nevertheless we have still further examined these 
substances for properties which characterize the hsemolysins. 

In one case, therefore, we studied the action of our organ emulsion 
on blood-cells at 0° C. in order to determine the possiblity of separating 
a possible amboceptor and complement. 

To each 1 cc. of a 5% suspension of guinea-pig blood which had 
been thoroughly cooled on ice, varying amounts of cooled extract of 
ox pancreas were added and the mixture kept at 0° for two hours 
and frequently shaken. In this case slight solution occurred only 
with large quantities of the extract. Then. the mixtures were cen- 
trifuged, the sediment resuspended in salt solution (1.5 cc.),and the 
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decanted fluid mixed with 0.05 cc. of guinea-pig blood freed from 
serum. (See Table VII.) 


TABLE VII. 

Guinea-pig Blood (l cc. 5%). 


Pancreas 

Extract. 

Solution at the 
End of Two 
Hours at 0°, 

Haemolysis with 
the Decanted 
Fluid. 

Hsemolysis of 
Sediment. 

Control, Absolute 
Action in 
Warmth. 

1.0 

little 

complete 

complete 

complete 

< t 

0.5 

0 

0 

0.35 

0 

0 


tc 

0.25 

0 

0 

almost complete 

a 

0.15 

0 

0 

strong 

strong 


We see, therefore, that at the single solvent dose has been com- 
pletely anchored by the blood-cells and that after centrifuging this 
leads to complete solution at higher temperatures; double the solvent 
dose is still completely anchored by the blood-cells. This condition 
of affairs does not at all correspond to the behavior of the complex 
haemolysis of serum. 

It still remained to study another fundamental characteristic, 
namely, the formation of antibodies. 

We made peritoneal injections into rabbits, using for this purpose 
a strongly active extract of ox pancreas that had been sterilized by 
heating to 60° C. for one hour. The precipitate which developed being 
regarded as the true active constituent, the mixtures were thoroughly 
shaken and the whole injected. Two rabbits received 20 cc., 45 cc., 
and 60 cc. of the extract at suitable intervals and were bled ten days 
after the last injection. The antihaemolytic action of the serum against 
the extract was found to be exactly the same as that of normal rab- 
bits. (See Table VIII.) 

As can be seen from this experiment (the result of which is con- 
firmed by a number of similar experiments with the serum of other 
rabbits and of a goat treated in like manner) it has not been possible 
to produce antibodies by injections of pancreas extract. 

The experiment, moreover, shows that normal rabbit serum already 
possesses a marked inhibiting action on the haemolysis through organ 
extracts.^ We have been able to demonstrate this on all the species 


^ This action of the serum must always be taken into account in the ex- 
periments, and the blood-cells first washed. 
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TABLE VIII. 

1 cc. Guinea-pig Blood +0.5 Extract of Ox Pancreas « Twice 
THE Solvent Dose. 



•+ Serum. 

cc. 

1, Of Rabbits 
Immunized with 
Pancreas Extract 
Inactive. 

2. Of Normal 
Rabbits Inactive. 

1 

0.25 

0 

0 

2 

0.2 

0 

0 

3 

0.15 

0 

0 

4 

0.1 

complete 

t i 

almost complete 

5 

0.075 

complete 

1 1 

6 

0.05 

1 1 

7 

I 0.015 

i c 

1 c 


of sera investigated by us; it is especially marked in ox seruni; as can 
be seen by the following examples. (See Table IX.) 


TABLE IX. 

1 cc. 5% Guinea-pig Blood+0.5 cc. Extract of Ox Pancreas. 


+ Inactive 
Rabbit Serum. 


+ Inactive Goat 
Serum. 


1.0 

0.5 

0.25 

0.1 

0.05 

0.025 

0 


0 

0 

0 

almost complete 
complete 


0 

0 

0 

0 

strong 

complete 


1 

Guinea-pig Blood, 1 cc. . 

1 

5% + Extract of Ox 

Pancreas, 1 cc. (=4 times the solvent dose) 

+lnactive Ox Serum (J hour at 56° C.). 

0.05 

0 

0.025 

0 

0.01 

strong 

0 

complete 




That these antihaemolytic actions of normal sera are not due ta 
antibodies in the proper sense is shown by the fact that this protective 
action withstands the action of high temperature, even 100° C. This 
is shown by the following table. 
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TABLE X. 



Extract of 
Pancreas. 

cc. 

1 cc. b% Guinea-pig Blood +0.2 cc. (1 cc. 

= §) Goat Serum. 

Goat Serum was Heated for 1 Hour 

Without Serum. 

at 70°. 

at 100°. 

1 

1.0 

complete 

complete 

complete 

2 

0.75 

trace 

faint trace 

n 

3 

0.5 

0 

0 

i t 

4 

0.35 

0 

— 

t( 

5 

0.25 

0 

— 

i c 

6 

0.15 

0 

— 

faint trace 

7 

0.1 

0 

— 

0 

8 

0 

0 

— 

0 


The serum was diluted five times with tap-water and after heating the 
corresponding amount of salt was added. 


This experiment shows that the goat serum, which in amounts of' 

0.2 cc. almost completely neutralizes three times the solvent dose of 
the emulsion, does not suffer the slightest loss of action even when 
heated to 100° C. for one hour; that an antibody in the proper sense 
is, therefore, not present. 

Whether the coctostoble substance which acts here is a simple 
unit which acts specifically on the haemolytic substance of the organ 
extract, or whether we are dealing with a complex of bodies having 
an “ antireactive action, can only be determined by further invest!- 
gations.i 

The haemolytic substances found in organ extracts and examined, 
by us are, therefore, 

1. Coctostable; 

2. Soluble in alcohol; 

3. Not complex; 

4. Not able to excite the production of antibodies. 

This shows that we are dealing with substances which are entirely 
distinct from the haemolysins of serum and which belong into a 
peculiar class of substances acting haemolytically. 


^ Analogous actions of coctostable substances have recently been observed 
by Korschun, who has described a “pseudo-antirennin” of normal sera 
(Zeitschr. f. physiol. Chemie, Vol. 36, Nos. 2 and 3, 1902). A thermostable 
substance inhibiting the action of urease has also been recently described by 
Moll (Hofmeister's Beitrage, Vol. II, Nos. 7-9). 
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These substances show a certain analogy to the bactericidal 
bodies obtained by Conradi^ in the autolysis of organs, since the 
latter are also coctostable and soluble in alcohol. In contrast to 
the former, however, Conradi's substances pass through porous filters. 

At present it is impossible to say whether these substances are 
already preformed in the living ceil or whether they originate only on 
the disintegration of the living protoplasm either through destruction 
of the cells or through the influence of the extracting agents. The 
presence of amboceptors and complements in the living cell is in no 
way prejudiced by this demonstration. In the future, however, the 
sources of error pointed out by us must be taken into account in 
drawing conclusions. 

One thing must be regarded as certain, that these experiments 
disprove the identity of the hsemolytic substances in question and 
the ^'cytases'’ in the complements of serum. 


^Conradi, Beitrage zur chem. PhysioL in Pathol., Vol. 1, Nos. 5 and 6, 1901. 


XXVI. REVIEW OF BESREDKA^S STUDY, ANTI- 

HEMOLYSINES NATURELLES.’^i 

By H. T. Marshall, M.D., and Dr. J. Morgenroth.^ 

The chief result of Besredka^s study is the following conclusion: 
The serum of sick and healthy persons contains an antihcemolysiriy in 
the form of a simple antiamhoceptor, which acts exclusively on the 
specific ambocepter fitting human blood. The amboceptor used in 
this author^s experiments, and conceived as strictly Unitarian, was 
•derived from a goat treated with human blood. Antihsemolysins 
which protect the blood-cells of species other than man against hsemoly- 
sins are not present in human serum, and the rule that the normal 
antihaemolysin, i.e., the antiamboceptor of a serum, always protects 
only its own blood-cells, is of general application. 

It was easy for us to show by experiments that the last generaliza- 
tion is entirely untenable. The most varied kinds of sera (thus 
■especially horse serum) protect human blood-cells against specific 
hjemolysins, ^ and conversely, according to our experiments, human 
serum protects ox blood-cells. 

It is absolutely necessary, above all, to get the two false premises 
out of the way which give rise to all of Besredka's mistakes. This 
is a simple matter, for these premises were possible only because the 
•experiments which had long since shown them to be untenable were 
ignored. The two erroneous premises are: 

1 . All the amboceptors obtained by injecting any species whatsoever 
with a particular species of blood are entirely identical. Thus Bes- 
redka assumes that if different species, e.g., rabbits, guinea-pigs, 

’ Annal. de Tlnstitut Pasteur, Oct. 1901. 

^ From a detailed study, Uber Anticomplemente und Antiamboceptoren 
normaler Sera und pathologischer Exsudate,'' appearing in Zeitschrift fur 
Iclinische Medicin, where the experimental part is to be found. 

^ See our experiments in Zeitschr. fiir kHn. Medicin. Table III. 
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goats, are injected with blood-cells of a different species, say man^ 
the amboceptors developed will all be identical. 

2. Hsemolysis of foreign species of blood by normal sera is due 
exclusively to the presence of a siTiylCj sivzplB alcxitif and not to a 
complex hemolysin consisting of amboceptor and complement. 

The thorough studies of Ehrlich and Morgenroth positively prove 
the incorrectness of the first assumption. Above all, these investi- 
gations showed that that body in a hsemolytic immune serum, which 
we term the amboceptor, can, in one and the same animal, be shown 
experimentally to be made up of a host of different kinds of amboceptors. 
Furthermore, by means of combining experiments, of experiments, 
with an artificially produced antiamboceptor, and by studies on the 
complementibility of amboceptors of different animal species it was 
shown that amboceptors directed against the same species of blood, 
which are obtained from different animal species, differ not only in 
their complementophile group but also in their cytophile group. 

Besredka, who only learned of this study after the completion of 
his own, regrets that ^‘6tant donn6 la complexity de plus en plus 
grande de la question, de ne pas pouvoir suivre ici les auteurs dans 
leur argumentations.’^ It would be deplorable if the principle should 
gain ground that the results of other workers can simply be ignored 
on the plea that the verification of the experimental evidence is 
rather difficult owing to its complexity. Finally, the diversity of tlie 
amboceptors has already been established by the studies on isolysins.^ 
In this it was shown that even with twelve goats treated with goat 
blood, twelve different isolysins are to be distinguished, i.e., twelve 
amboceptor complexes against the same species of blood. 

This large number of amboceptors fitting one blood-cell corre- 
sponds to a like condition of the blood-cell’s receptors. These must 
be extraordinarily manifold, because, besides the receptors which 
anchor the amboceptors, there are present the most varied receptors 
for the numerous simple haemolysins and hsemagglutinins. This view, 
enunciated in detail by Ehrlich, 2 has recently been confirmed by 
the experiments of Landsteiner and Sturli.^ These authors showed 
that blood-cells which have been completely saturated with the 


^ Ehrlich and Morgenroth. (See page 88.) 

2 Ehrlich, Nothnagels Spec. Pathol, u. Therapie, Vol. VIII, 1901. 

® Landsteiner and Sturli, Uber die Haemagglutinine normaler Sera. Wim&t 
kUn. Wochensch. 1902, No. 2. 
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agglutinin of one normal serum can still take up in succession the 
agglutinin of a second, third, and even fifth serum in any order one 
chooses. Thus the agglutinin of horse serum was still bound by 
pigeon blood-cells which had been treated with goat and rabbit 
serum to such an extent that the cells were unable to abstract any 
more agglutinin from these sera. These results are only comprehen- 
sible if one assumes a large number of different receptors for the 
agglutinins of different sera, and it is therefore surprising to find that 
just these experiments which harmonize so well with Ehrlich's views 
should be given a different and complicated interpretation by Land- 
steiner and Sturli. 

Besredka's second premise likewise does not correspond to the 
facts. It is now three years since Ehrlich and Morgenroth (see page 
11) demonstrated the complex nature of normal hsemolysins in a 
number of cases; later they brought forward evidence in favor of the 
plurality of complements. In a final study on this subject Sachs has 
recently (see page 181) shown that in those cases in which other 
investigators did not succeed in demonstrating the complexity of 
normal hsemolysins only technical difficulties and experimental errors 
were to blame. 

After this brief analysis of the principles involved, we can pro- 
ceed to study Besredka's experiments and discuss his conclusions 
from the same. 

The case especially investigated by Besredka deals with the com- 
bination human blood + amboceptor of a goat immunized with human 
blood and guinea-pig serum as complement. If inactive human serum 
is added to this combination, solution will be prevented, as we were 
able to verify. From this behavior of the human serum Besredka 
concluded that this must contain an antiamhoce'ptor, giving the fol- 
lowing as his reasons. 

According to Besredka the serum of each particular animal species 
contains a single, simple '‘cytase" specific for this animal. This 
author has now sought to determine whether human serum as such 
contains an ''anticytase" against the ''cytase” in question; in other 
words, whether in this case the inactive human serum contains an 
anticytase against guinea-pig serum. The solution of this problem 
was extremely easy for Besredka. Guinea-pig serum, as we know, 
dissolves certain species of blood, and does so only by means of its 
^^cytase." This action is not inhibited by human serum. Hence 
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human serum contains no anticytase whatever, and when, as in the 
above combination, human blood + specific amboceptor -f- guinea-pig 
serum, this serum exerts a protective action, it follows by exclusion 
that this action is due to an antiamboceptor. 

The fundamental error in this method of proof lies, as already 
mentioned, in the assumption of a simple cytase, which cytase, more- 
over, is able by itself to effect hemolysis. As a matter of fact, how- 
ever, solution of the blood-cells by guinea-pig serum is brougiit 
about only by this, that the blood-cells combine with a normal am- 
boceptor present in the blood serum, and that this thereupon anchors 
the complement (cytase) which effects solution. If the complement 
in itself is conceived as a single substance, one could conclude from 
the fact that the human serum does not prevent^ this normal hmmo ly- 
sis that the human serum contains neither an antibody against the 
normal amboceptor nor against ^Hhe complement.'^ In reality, 
however, “the complement" is made up of numerous partial com- 
plements, one or another of which is dominant for the completion 
of particular amboceptors, be these h£emolytic or bacteriolytic. This- 
theory of dominant complements has been firmly established by 
Ehrlich and Marshall.^ 

It has already been proven for anticomplementary sera that such 
a serum neutralizes only part of the complements of a second serum, 
not all. Marshall and Morgenroth 2 have shown that the anticom- 
plement of a human ascitic fluid prevents the complementing action 
of guinea-pig serum for one haemolytic amboceptor leaving that of 
another intact. 

Now Besredka showed that human serum does not prevent the 
normal haemolytic action of a certain serum, although it acts anti- 
haemoly tically when this is used as complement for an amboceptor 
produced by immunization. The only conclusion to be drawn from 
this is that the human serum contains no anticomplemc3nt which 
acts against the complement dominant in the case of the nonnal 
haemolysis. This, of course, does not prevent the same serum from 
acting on -other partial complements which are dominant in other 
cases. We see, therefore, that Besredka 's entire method of proof 
lacks a firm basis. 

It is further to be remembered that such questions are to be de- 


* See page 226 et seq. 


* See page 222. 
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cided not by pure speculation but by experimental means. The 
centrifugal method allows us to demonstrate antiamboceptor and 
anticomplement directly, as such, entirely independent of all theo- 
retical speculations. In the case here described, we have shown, 
that an anticomplement action is present almost exclusively, com- 
pared with which the slight antiamboceptor action is of no account.^ 

As a result of our own results we must maintain, first, that the 
major part of the anti action of the human serum described by Bes- 
redka is due to the anticomplement; second, that Besredka's ex- 
perimental method allows no conclusions whatever regarding an 
anti-immune body; and third, that the part played by the individual 
factors in this antihsemolytic action can only be decided by the 
method employed by us. 

After having, then, as a result of the experiments with human 
blood, erroneously ascribed the antihaemolytic action to an antiam- 
boceptor, Besredka continues his study by investigating whether this 
supposed antiamboceptor is specific, i.e., only for human blood and 
serum dissolving human blood. In this sense he arrives at a posi- 
tive conclusion. His generalization is based on the following obser- 
vation: tie finds that human serum does not protect sheep blood 
against the haemolytic serum of a goat immunized with sheep blood, 
the haemolytic serum being reactivated with guinea-pig serum. We 
have made the same observation and studied just this behavior by 
means of a human ascitic fluid. The case in question, however, 
constitutes a special exception, due to a partial anti complement, 
and it is, therefore, peculiarly unsuited as the basis for a generaliza- 
tion. Our experiments show that on investigating other cases, 
human serum is found to exert a considerable protection against 
normal hsemolysins and those produced by immunization which dis- 
solve other species of blood — ox blood in our case. Here also, how- 
ever, this protection is due to anticomplements and not to anti- 
amboceptors, at least so far as can be determined by an exact analysis. 


' The destruction and weakening of the antihjemolysin which Besredka 
shows occurs with longer heating to 65-67® C. is, of course, in no way char- 
acteristic for the nature and mode of action of the antibody. We showed 
that this temperature injures both antiamboceptor and anticomplement. Be- 
sides, the behavior toward narrowly limited thermal influences does not possess 
the significance of a group reaction. This is well shown by the occurrence of 
a thermostable complement (Ehrlich and Morgenroth, page 11) and ther- 
molabile amboceptors (Sachs, see page 181). 
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Finally, the fact that at times a small part of the antih:ei«^* ^ 
.action (as in our experiments with a human exudate aiul 
is due to an antiamboceptor, removes the basis for 
eralization that a normally present antiamboceptor ahvayn 
only its own blood-cells. 

From all this it follows that the part believed to be pkiyf*<l ! t 
antiamboceptors of human and animal body fluids in the 
of haemolysis is materiall}^ decreasing in favor of the part i 

the anticomplement. There is no doubt at all that 
exist in normal serum; this was first proven some time? > hy 1.1: 
lich and Morgenroth,^ and also by P. Muller.^ Thes<^ ant 
tors do not, however, occur regularly, as was also pointe<l 
that time. 

Our analysis therefore shows that since the fundanii^ntiil fn 
•does not apply, the extensive theoretical conclusions drawn li>' ik 
redka from the exclusive protection of the homologous bl«HMl»i’*idlH I 
the serum cannot be recognized. That the amboceptrom ^ 

.actually primarily protect the blood-cells of the corresponding # 4 }^^ r | 
is probable in itself, for according to our view, as mentioruHl f t# f i 

they represent free cell receptors. Besredka assumes tliat tlir* 
for the development of his supposed antiamboceptors is tliis: tii, 
blood-cells, which are constantly dying in the orgunism, t| 

production of haemolysins. These would endanger life if tti#« 
ism did not paralyze their action through the developntiuit t4 
amboceptors. Such a regulating contrivance can surely 
common, since it was not observed by Ehrlich and Mommmtth in fhf 
numerous experiments on isolysins, in which it would riifint 
have been discovered. But if such a contrivance were? a tw*t 
it would have to be constant. This, however, is not at nil * -*1 
as we have already established.*^ 

The simplest and most natural assumption is that tin* 
ceptors are nothing else than products of cell disml^‘gnit iufi . |#| 
receptors which are capable of binding amboceptors mul ^ 

deflecting influence. The assumption that these free rf*ee|#|i,i ^ a- 
products of retrogressive metabolism is borne out by the* fun 

^ See page 88 et seq. 

*P. Muller, Centralblatt f. Bakt., Vol. 29, 1901. 

® Morgenroth. (See page 241 et seq.) 

* See pages 23 and 71 et seq. 
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lished by Scbattenfroh ^ that they are excreted through the urine 
in considerable amounts. 

One reason above all has led us to believe that Besredka^s views 
required to be controverted in detail, namely, the fact that they 
maintain the Unitarian conception that only one hasmolysin is pos- 
sible against a given species of blood and one bacteriolysin against 
a given species of bacterium. This conception can seriously retard 
the development of the doctrine of immunity and especially of the 
practical application of this doctrine. 

The recent investigations which have demonstrated the exceeding 
multiplicity of the celhs receptors and of the amboceptors obtained 
by immunizing with these receptors show that this study can be 
successfully pursued along two directions. One of these consists in 
the production of polyvalent sera by immunizing with numerous 
strains of the same bacterial species. It may be assumed that the 
varieties of a bacterial species contain the various receptors in very 
varying proportions, and this is confirmed especially by Durham’s 
experiments concerning the agglutinatibility of different strains of 
coli by specific sera. A sufficient increase of all the amboceptor 
types in question is therefore possible only after a high degree of 
immunization has been effected against a large number of related 
strains. This procedure had previously been chosen by Denys and 
van de Velde in the production of their polyvalent streptococcus 
serum, and has recently been employed by Wassermann and Oster- 
tag2 for the preparation of an effective serum against hog cholera. 
These procedures are based entirely on the experiments of Ehrlich 
and Morgenroth, just mentioned. 

The other method of obtaining effective bactericidal sera is based 
on the assumption that the amboceptors, according as they are de- 
rived from different animal species, differ from one another. So far 
as this point is concerned, we may refer to the statements of Ehrlich 
and Morgenroth, 3 which are summed up in the sentence, 'Tt would 
therefore be advisable not to attempt the production of bactericidal 
sera from a single animal species as is now customary, but to make 


’ Scbattenfroh, Miinch. med. Wochensch. 1901, No. 31. 

2 Wassermann and Ostertag, Monatsch. f . prakt. Thierheilk, Vol. 13, foot- 
notes. 

® See page 110. 
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a preparation containing a mixture of immiiin* m’m *!rrr*Hi from 
animals whose receptor apparatus are as divergriif |rtiK^iil 4 *v 
^ Practical results along tlu.^st* linoH have alreaiiv lni'ii arlurvi-sl 
by vSchreiber,^ who made a la^g-choleni si*niiri from hmM- juid 
and recently Rdmer;-^ by paying attention to hn;. 

obtained an elle(d,ive imeumocoecus s<*niiii by nttlmtm li'al dif!i’'t ' 
ent species of animals. In view of t!iesi» aflrriipt'^ to iij^plv t!ir 
above principles practically, it woiihl be regrettabir if tln' 
xinitirian view maintained by Hesretlka were 1*1 binder tlir lurtbrr 
development of these na^thodH. 

* SchreilHjr, Ik‘rlin thierarir.tl. Wwdieiwfidir. Ilil'2, Xii. III. 

^ Kdmer, v. Graefc’s Archiv f. O|dillialiii€ilogk, tWX 


XW'I!, ’!H}; fjf \(Tf<>\' OF CoUltA VKNOM,' 

ISy l*m'.*3«<s Kir.i. \ M , M Ii . in XtiHltuny, t 'tf t liii iiutt, 

|'r||«o% <r4 Il**rlrlrlirr fi*.’*! || iH*-* l|.r;ff<nirrll , 

I. I%itirrriiliiic llir iif C*iii»rii 

lift; iininfriwifii in rt^v$*ui f#» tmr kiimvl- 

I»| lljr i4 ntr llir r«’r»*nrh' |iMl«l|?4||i*if Hi- 

*4 iili4 \**gnphi " |»y ftf 

ntm'kr %rw*m I'hpm- hmt^4 ilm\ ii!t!ifiii|f|i n**! Iiliwiii- 

r-i4k'. hy ttifli 

fiiill h% in'i* iimI . 

If, , ‘Wtllli m 'mhlr4 n* llir «ii.»tkrfi or if till* 

m «i.«i*'4. hmnr$lyim k'pini llii -44 iiful 

r*»|ir|i|4«’» tliilt llir hmn*4%'ftr f4 till' ViHi«i|lt 

m 4nr III iwf» Inrtfir^. %HiP §4 iln^ rniiijMifitHiiii i.i« rniifitiiiHl iff ififi. 

$$u4 m- mih 4 In li«*iir hi'iiliiig In iilwiit IMr i\ 

IIm-^ nilirr rff|ii|ifi||r||t m f» iif itii* ^«riifti; In m 

rrfliiiii tlif' jm^mm ivliirli iff it^4f }ifw fin iirtiiifi* 

1 Ir^ip-r md %pmudn thrn4*m- rnffm^Bt tlir rniirliiitiiiii ijinf 
fimii s# ifin^lr ii|i fi/ fi m4mfnmp», €Uim«i t$firr llir fimnmr 

d ir^iri mr nriit^ilr#! h%i rr-fimim. ##/ llir W'fiim* 

llir- ^i^iiifirinirft iif flip fort, m lit 

Ilkil*'' fi#riiif‘fh mmhp %'$nmm %vii# fw » ^iiti|iln firfitiic: 

Allrf fiir iiiaiitirf f4 itij# lliAl flit* flirriinlyf ir 

hI ^rfinfK m itinrn lnfniig iilniitinil wiltt 

ftp- nf itir liirtfifi|y#ifi^ tif |.f!fBi«l m*mm. mn IIiim hn# tn^Hi 

•‘f I hr Kliflirli mml Fw ltii« mm$n l*1riifif^f 

afi4 St^mhi% 4tm-in*^rf wmm tiiilW with t^jn^riiil 4«4ig.lil lirn* in 

llir |•rlltllf 1 |f t Iti^lillilr, 

" lirfififii |%fi felin. %tm.- W ttiiii it. 

^ 1 1# % for I «iwi II Iw f^yiinn l« fliirlrri* 

folfis#* 4m*$m *4 Kfifipf. UtMlWwp, Vmt %4’* Utt, i, tlifJ 
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In view of the execn^ding iinportuiirc* (»f thene i? 

advisable to proe(*(‘(l from them* new faefs and nlfi'nipt t*» 
more deeply into tin* nasdianisin <»f tla* snakr 

had at our disposal t wo sp(*eiinenH of drie*! <‘iibrii poiNfUi ihr haiUMlu j*'* 
strength of whi('h lunl provc*d l»e ahnoNi idt’iilit^'il and for ’Ahp-ii 
wc an^ ind(‘bl(sl t(» I)r. I#{iinl) und*Prof. ( idiin tt**. 

A one p(‘r e(*nt solution of the dri«*d rr»lirii poisiiii in , mli 

solution S(Tved as our standanl poison, lliin s**!iitioii whnt k«^pi 
on i(*(* was pn‘S(‘rved uiu'hanged for several days. 

The experiin<‘n(H wen* made with flu* folhiwiiig iiiiiiiial : 

man, ox, horm*, goat, Hhc*c*p, dog, nibldt aiifl guiiioie pig, i dnd*"4 
by Fhixner and Noguelii’s obs(*rvutioiis. we nt first 
(•C‘lls whie.h had l>(*(‘n fref*d from m*riini. I'his was ar'roiiiplt‘4i<'«l 
by making a stispc'iision <4 tin* eells in ll/Hfi* , salt Mtlnimu, 

e(‘ntrifuging, decanting the fluid, and then liiidirig imni flir satnr 
ainotmt of salt solut-ion. Hus was always diiiii* lmi«-e and th-r'ii m 
HUHpenHion was made*. 

All the tubes of a given Herir*s rontiiiiii*d I re, of u fi" , 
suspemsiori and tlH*y w<*re all niiide lip to the -sniiie I'i t*i 

2.f} ee.) l)y the additiem of sidt sidiition. llii* kr'pi 

in tlie incubator at 37*^ for tw^o Imnrs, nntl then |iliirift mi ire hI 
6® to C. until ih(t following morning. 

Ae(a)rding to our ex|a*rienc*e there an* tw’o kinds «♦! likssl^-er-lb 
so far as th(*ir bcdiavior fowanl (*o}iru venom is 

(1) Those that in themsidves are dii#sih'i*fl hy the rohrii vriinfti 

(2) Thom? that an* afferfi*d by the eolim veferm only tlie 

addition f»f other siihstaiier^s Croii'ipIeniriil.H. r^te i,, 

Tlie following table will show flu* beliavair t»f rr-il bltssl* 

cells of various speedes towanl eobrii venom: 
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From this, two groups of blood-cells can at once be recognized^ 
namely, blood-cells like those of guinea-pig, dog, rabbit, man, and 
horse, which are dissolved by the cobra venom, and blood-cells which 
are not affected under these circumstances even with large amounts 
of the poison. The sensitive blood-cells do not all possess the same 
vulnerability, but manifest considerable variations, depending on 
the species to which they belong. This is the case with all haemolytic 
.poisons. Naturally besides this there are certain individual fluctua- 
tions in vulnerablilty. The blood-cells of the dog and the guinea- 
pig are the most sensitive since as a rule 0.25 cc. of a 1 : 10,000 dilu- 
tion of the poison still produces complete solution. The blood-cells 
of the horse proved least sensitive, for here it required 1.0 cc. of a 
1:1000 dilution of the poison to produce solution. The diflerence 
in vulnerability is therefore one of forty times. 

In view of Flexner and Noguchi’s experiments by which the 
amboceptor character of the hsemolytic portion of snake venoms 
was demonstrated, it seemed advisable to undertake activating 
experiments in those cases in which the cobra venom did not effect 
spontaneous solution. 

It was actually very easy to produce solution by the addition of 
foreign sera. We shall shortly show that when the observations of 
Calmette ^ are taken into account these activities are not all due to 
complements. According to our conception only such substances are 
complements which in general are inactivated at a temperature 
between 52^^ and 60®, in some cases even somewhat higher. This 
corresponds to the greater or less degree of lability of the complements 
thus far known. 

In our experiments such pure complementings were met with 
in the following combinations: 

Horse blood. ox serum 

Ox blood guinea-pig serum 

Sheep blood guinea-pig serum 

Rabbit blood guinea-pig serum 

Table II shows such an activation of the cobra venom. It also 
shows that the serum employed lost its complementing property 
by half an hour’s heating to 56®. 


' A. Calnaette, Sur Tactioxi h4molytique du venin de cobra. Comptes rend, 
de PAcadtoie des Sciences, T. 134, No. 24, 1902. 
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after which the blood cells and fluid are separated by centrifuge^ it 
will be found that the blood-cells have taken up a certain portion 
of the amboceptors, but none of the complement. These experiments 
would seem to prove the amboceptor character of the cobra poison, 
at least for the above cases, entirely according to the ideas of Flexner 
and Noguchi. 

II. Concerning Endocomplements.^ 

We shall now analyze the phenomena which we observe with 
those blood-cells which, like guinea-pig blood-cells, are directly dis- 
solved by cobra poison. This solution could be explained by assuming 
that cobra poison, besides the amboceptors, contains true toxins 
which are analogous to the diphtheria toxin and exert a toxic action, 
i.e., effect haemolysis, without the intervention of a complement. 
In that case, however, one would be compelled to assume further 
that only part of the species of blood-cells react to this poison. The 
incorrectness of this conception is readily demonstrated. 

The observation was made by earlier investigators (Stephens and 
Myers that red blood-cells which are soluble in weak solutions of 
poison may be insoluble in stronger solutions; and the same observa- 
tion was made by us on rabbit blood. This phenomenon is entirely 
irreconcilable with the assumption of a preformed poison, for, ceteris 
paribus, the action of this should increase with the dose. This inhibi- 
tion in consequence of large doses of poison cannot be harmonized 
with the toxin theory 

On the contrary it indicates that we are here dealing with a phe- 
nomenon whose significance was first pointed out by M. Neisser and 
Wechsberg,^ which consists in this, that the bactericidal action of an 
immune serum, provided the amount of complement remains the 
same, is inhibited by an excess of amboceptor. 

If we assume that the red blood-cells in themselves possess a 
complement fitting the amboceptor of the cobra poison, an “endo- 
complement,^' we see at once that small amounts of amboceptor effect 
solution, while with large doses no solution occurs owing to diversion of 
the complement hy the amboceptors. This diversion is due to the mass 
action of the amboceptors present in the fluid. This view is easily 
supported experimentally. If blood-cells are treated with a solution 

‘ See also page 443. 

2 Journal of Pathology and Bacteriology, Vol. V, 1898. 

® Munch, med. Wochenschr. 1901, No. 18, See also page 120. 
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of very strong snake poison, they will not be dissolved. The mixture 
is now centrifuged and the sediment washed with salt solution. No 
solution takes place; as soon as fitting complement is added, however, 
solution ensues very promptly. This shows that by the treatment with 
the poison the complement contained in the red blood-cells has been 
abstracted. The following diagram will make this clear. 



I. Blood-cell with receptor r and endocomplement e. 

' II. Blood-cell after treatment with a large amount of cobra poison. The 
cobra amboceptor c has been anchored by the blood-cell receptor. The 
endocomplement has been abstracted from the cells by the large excess of 
free amboceptor. 

III. Blood-cell of stage II after the addition of complement or endocomplement e. 
The added endocomplement has combined with the cobra amboceptor c 
and can now effect solution. 


The following experiment may serve as an illustration. (See 
Table III.) 


TABLE III. 



1 cc. 5% Rabbit Blood 4*1 cc. 5% Cobra Poison, 
Kept at 37° for Two Hours, Centrifuged and 
Washed. Sediments 4- 

Controls Native 
Rabbit Blood 

4* 

0.16 cc. Guinea- 
pig Serum or 

0.5 cc. Guinea- 
pig Endocomple- 
ment. 

9 

a 

0.85% 

Nad Solution. 

h 

0.15 cc. Guinea- 
pig Serum. 

c 

0.5 CO. Guinea- 
pig Endocom- 
pTement (i). 

Solution effected 

0 

complete 

complete 

0 


The correctness of this view can readily be shown in another 
way If the blood-cells actually do contain an endocomplement, it 
must be possible to demonstrate this by dissolving the blood-cells in 
water and finding that these dissolved cells are capable of acting as 
complement to cobra poison for such blood-cells as are incapable of 
being dissolved by cobra poison alone. 
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As a matter of fact we have succeeded in a large number of cases, 
in causing the solution of such cells hy the addition of laky solutions, 
of endocom'plement} The amount of endo complement contained in 
blood-cells varies; that of human and guinea-pig blood appears, 
to be the highest and also fairly constant. 

The following table shows the combinations in which, according 
to our experiments, cobra poison causes solution (+) of blood-cells, 
which are not dissolved by cobra poison alone (see Table IV). 


TABLE IV. 


Endocomplement of 

Species of Blood. 

Ox. 

Goa 

Sheep. 

Rabbit 

-f 

+ 

+ 

Man 


+ 

H- 

Dog 

+ 

+ 

+ 

Guinea-pig 

+ 

+ 

_ 1 _ 

Goat 

— 2 

— 

— 

Ox 

-f 

— 

— 

Sheep 

_ 2 

— 



It is in place here to mention another fact. The deflection of the* 
endocomplement by large quantities of poison described in the case 
of blood-cells vulnerable to cobra poison succeeds equally well if 
the experiment is made with blood-cells insensitive to cobra poison 
alone (ox blood) and if dissolved endocomplements (guinea-pig) are 
used for activation. There is no doubt therefore that the blood-cells; 
themselves contain complement-like substances, endocomplements. 

So far as the behavior of these endocomplements toward thermic 
influences is concerned, they are seen to be somewhat more resistant, 
in general than are the complements contained in the serum, for it 
requires half an hour^s heating to 62 ® C. to inactivate them (see Table 
V). In the light of our present knowledge, however, we probably 
cannot deny the complement character of these substances merely 

^ As a rule these endocomplement solutions were prepared by twice washing 
and centrifuging a certain quantity of full blood, and then filling the sediment 
up to a certain volume. Either the original volume or a greater or less dilu- 
tion was made up depending on circumstances. They were then salted to 
contain 0.85% NaCl. We have designated these dilutions as etc., endo- 

complement. 

2 Even in these cases we noticed an activation with certain specimens of 
blood. 
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TABLE V. . . f Ei k A 

In all Cases 0.02 cc. 1% Cobra Poison. 


Amount 
of the 
Endocom- 
plement 
(1/20). 
cc. 

1 cc. 5% Ox Blood + Guinea-pig Blood Endocomplernent (1/20). 

a 

Normal. 

h 

Heated to 62° for ^ Hour. 

1.0 

complete 

0 

0.75 

1 i 

0 

0,5 

a 

0 

0.25 

trace 

0 

0.1 

0 

0 


B. 



1 cc. 5% Goat Blood -4- Guinea-pig Blood Endocomplernent (1/10). 

Endocom- 


i Heated Half an Hour to 

plement 


1 



(1/10). 






a 

h 

c 

(1 

cc. 

Normal. 

56° 0. 

60° C. 

62° C. 

1,0 

complete 

strong 

trace 

0 

0.5 . 

moderate 

little 

t c 

0 

0.25 

little 

trace 

0 • 

0 

0.1 

faint trace 

0 

■ 0 

0 


0 . 


Endocom- 

plement 

(1/10). 

cc. 

1 cc. 6% Sheep Blood + Guinea-pig Endocomplernent (1/10). 

a 

Normal. 

Heated Half Hour to 

, 6 

56° C. 

c 

60® C. 

d 

62° C. 

1.0 

almost complete 

moderate 

trace 

0 

0.5 

little 

trace 

0 

0 

0.25 

trace 

1 ( 

0 

0 

0.1 

0 

0 

0 

0 


longer dissolved by the cobra poison, or were only very slightly 
dissolved. If our view was correct, the endocomplements would now 
be found in the decanted fluid. This proved to be the case, for the 
addition of suitable amounts of this fluid sufficed to cause solution 
of the blood-cells which Were insoluble in cobra poison alone. We 
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were unable to obtain a like result in two similar cases. Evidently 
slight variations in the experiment and possibly also minute changes^ 
and impurities leading perhaps to certain ion actions, play a role which 
it is difficult to control. We were not interested enough to follow 
up these relations; but we believe that had we done so we could have 
made the conditions more favorable for washing out the endocomple- 
ments. We merely mention this because Flexner and Noguchi state 
that in their experiments after repeated washings of the blood-cells 
all of these were found insoluble in cobra poison alone. 

These authors did most of their work with snake poisons differ- 
ent from ours (Crotalus adamant em, ^ Ancistrodon contortrix, etc.). 
How far this fact is responsible for the divergence cannot here be 
decided, nor whether the escape of the endocomplements was favored 
by other conditions in the experinaents.^ 

That the endocomplements cannot be derived from the serum 
is also shown by the observation frequently made by us that the serum 
of several species of blood, whose blood-cells exhibit a plentiful supply 
of endocomplement, does not possess the slightest activating power, 
but that, on the contrary (as in the case of rabbit serum), it sometimes, 
hinders haemolysis of the homologous blood-cells by snake poison. 

So far as the condition is concerned in which the endocomple- 
ments exist, we must assume, in those eases in which the blood- 
cells are directly soluble, that the endocomplement is contained 
free in the blood-cells. In those blood-cells, which are primarily 
insoluble, it will either be absent or be present in a latent form. 
We believe the endocomplements are absent in the goat, for in no 
case were the dissolved goat blood-cells able to activate cobra venom 
for goat blood. On the other hand, ox blood is sensitized for cobra 
venom by dissolved ox blood-cells, so that we shall have to assume 
that ox blood does not contain endocomplements in available form 
and that these endocomplements are changed into an active form 
when the cells are dissolved. 

We shall reserve for subsequent study the question as to whether 
the endocomplements are of simple constitution or complex. 

Attention is called to the fact that the existence of endocom- 
plements furnishes another objection to Borders view that the 


^ We shall merely say that Dahoia poison, which through Lamb's pretty 
experiments has been shown to differ from cobra poison, does not dissolve rabbit 
blood. 
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ayuj!? j»Hf|*Tiy wfi**ri u» s fiO'iifiT nr fi'w iji-tert'n 

<X«i \ «.f lalflr VJJIl Wf mtf ihariffnrif ihst «.i* itri* flmbitj* ivilfi 
!»• f (b!f« r»ni *f»iinl*»i»ilii»rii».* m im utmirn In VII. 

* ’ttfi.fiwBy in ilm rnw «»f bkswt* lyt mlftfis »fi< 

l»j(* nj|,ni |***(r»u aiwftp, nnlji Mirh Mittimiiii irf {Kubain Iwvk laTH dwt*! n Itirh |,y 
a## iwM* litu raiM ihry arn fn!i»l 4 it»-»i 

«s«it ffiulnfriw* aspwii* tmmpkaiMHntii, 


.'!(•} STI'ltll IN IMMI MiV 


TAiu.i; vn. 






h 


N*»ritmi. J 

/ii* * i *. 1 

j 

K,t l«» 

I 


1 

1 


n 

() 

1 

II ; 

i 'H 

1 

in 

0 


- 

IV 

■i 

(1 

* 


i' 

u 

ft 


♦ I Iflly Ii«i|s|!|*«i4 



|li \ -i'-ielli 


I'll 


* 


1 



r;inl4>|! 

*>% 

uum 


Il4sin 

*r% 





j 

u% 


u% 


u% 

r* %, \ 







Him* c‘{iritriidifi<»r>" iin* ip'ii in In* »itii t"iil* 

i*f ii drliiiifr jiiililintly iiliirji m 4r>»irn%'r4 at W' i*. 

Oriti w^Hilci hiivi* ti» umtittm tliiil tim imritiiil mttihmmAyfnu 
liirkiiii? ill linm* U^rm u nil** ii**t liiirfiiiir i|p»fr' 

hy hniitiim f« (In itir nilirr m «>w nf a 

liki* Xn. II, whirfi im |4rn|«i*-rti«-» r-vm mlw-ii 

In it wmikl In* m*rr%mrv in 

in i*ritirt*ly iiltni'iii. Tht* im* r4 43i|4i*“iiir«l hy 

Ittr* tliat: mu* mid ftii* i«iifnf* w*rtiin rmi d^h^fviitlt fumejifd 

varimiw ffijwadyn nf hhnnh Tfi*H a liisrw wniiii liratrwi ht Iw" 

trtiviili;? rnhm vmmm fm n% in Intli mo'i »mii|4rirL 

wttwiin m*ri lit IiiTgi* iiittmifiin it m rmn* 

{lamtividy nliglit- 49%n*** CtkSTi rr. wiltiiimif In tlii» rnM% 

llirii, tfii* livtmiint m In ll«* imiiit «iir fnr m fml htr 

gmtt IdmnL 

lifdrviii^ f-bit nn iiitti tlir ii#iliirr nf tin# nmfM^ *4 

muld 111 * giiiipnl mtly hy a fliwuiili nltwiw^ft! t#t 

bfikitr flit* artiviitiiig I'lr^i '»•* m*^***^h4 

ill itrmdiig tliiit. m’lirn «*nittt m |»n*ri|*ilii!Mi ^ hi nf 

fiifttlinl, lilt* ftrfivftlim inmmm iiiln tin* iilrnlttii »lr*h' 

iiiliilfifitig b rmifiiinwl in lb* pn^r^iptimu^ 4 


III! (»|. culUtA VKNoM, 'MiTt 

i v ill vm*u«> ntul th»« rcniehu* (linwilvt'ii in 

nn JimuMiit .tfij sr,*, will Milntiim iijunJ ut fh«' ongnm} antiiiml nf 

fw niin, a >s«ri»iiK .•K-fnaimg llin.l « nittniniii. An iili-uholic of 

h..r>- s.<f>iin. ivlt.-n tr»<iin-.j m tliw way, in ronfriiHl, to tin- iiativi* 
wnin to , d,H«oIv,.,H koiU f.!o.«l to a l.iKh ih%n-v 

l<t 1 r.-. rotnplotily). li,,. alrohoi j.nripifato iiiu.Mt Uu-n- 

f<T.' a HnliHtjinri- wliirh inhitotfi tho nrtiuti of thit 

Ji. tiv.Htor. and w*. iiriunllv iiJ.I.. to .loiiioiiMlrato fin. |.xi«ii.|».,. of 

!lo« mlolotif.K «ii!.Hiaini., If tlu- j.ri'i-ijtitiifo w iliwolvi.i| in wilt wafor, 
II fluid in .il.fain«^l whn h itihilolj* tho liinriiolyNia of fjoiit hliaal |,y 
roUni VII, oin nr,,f th.. nriivator airiv<.i| from the nliohol,,- ,.vfrn< t of 
Iiorw" rn mui Ii, larif.-r. i1)o„kIi iiii,.,jita), ,io««a it j.rofi i t« ov hliH.,! 
atgrtiiwl M, Inf, 0,1 |,y I'oj.rn vinoii, ni,.I f{„. m-fivutor liifor,. Ktiitiyini? 

Ill,' fiatnri. of i},«. mlntniton ,.nf,.t'ii.(| },y fl„, nlloiiiunouM jirianjiitafi. 

wi- »J,«U try. fo .IiM-ovi r th*- riafim. of tl„. i„ f jvafor, Aa ulnwly wiid. 
l}»- r. win«- olitmi,,..! on . vina.ratmK t h,- ulroholi,- ,.vf rnri wjih iliiiw.iv wi 
1,1 will Wj,t, r. « »,i dinliiiii; fhia Kottitioii wiih i ila r, wr found ihaf 
tJ»< ..lla-r Had (nki-i, nt» „H of li... ariivaJint? wiloian,-,.. 1 j,rovid 
tHat ,}ir arfiiritof n, a miHstanri. noinHli' HoiH m alroHol and iflur. 
and oni« wH,«'h !»»» n with di^triHinion th,- wra of aniinaH ( oiwf it- 
of tl,,. 14,**i nt fiim wlorh »r,« hoHiHI." m , iU. r Hm ,. lortK iaam 
known In II..,. I How inaudy to J*. f of,hid,.r,'d iir». idioloati.rin, li.nitHin, 
faf« and fatty ».,d« Afn-r wvoml ,„.{(«tiv.. triiiH wifi, ,.Hol,.«f,.rin’ 
w>> found llial 1.*, ilHin iHn f*n,|« rti<w of ff„« ttnliviUor, ni,,,,. 

all !4o<«l «,-IH f,r,. rabidly diMir4t («l wli,.,, roHm venom mid kantliin 
an- allow «| to art on tH„m inm,ilfiin*«„wly. Sul only HI,Mw|.f.,4H wHii h 
all. ,n«o|.,!4o m .oHm venom nlon,., «„.H «„ Ronf HIm»I.,a4H, l,„t nk» 
tHow hHuH are dejiriv«| of ,ndmm,n|4«*mi‘nta wHim fn^nffal with 
niftfif w4«,i,ona of |ioiHori («,.». | fl. Kiidoromjdertwmfa) urn prnmptiy 
d»*..«4^,..| Hy fl„. |,-,.,iHm iinr Mihaion of |,«, ithin » wa# mndo it, tH« 

* ,»»,„» M,.j.|ay«| t.y i,«w iHriveti fr»«„ y«lf, of amt ol.iainwl 

loan t: Mr,, t. ]| * neniml hum* of »a|v«4,kn ron#i»na«y, 

1, rnim ly |.,wi|«,»ir.! f,„f„ rtlwreMi odnlion Hy «rrto« f.^lona,,,,. 

J ,r.„ «|a.n ,1,0. }«,rifiwj it ,«»Mifw.,e*l tim »rllv«,fMe 
,1 r }, „^«t MV f„f Uirtimr »«„4y nw «xitMri,neni« will, ,lw* nniv. Hrii |,i„ 

after ,»» iw^fMd of I*. |b>,in.}t filer, der dbiilwl,. dw.n», CHwffo-Imf, 

J ,».•!{ tl. m*K fmM- 'i&Ht) Nid with tlw hrMnoknfUm, »f Ihk Haly, A «i*-,-i„)eH 
t.f hit htu flMmiml f,.«i, J I , Hleilel, Mertiw, eomwfmmkd e#«nly in it. w t jvi, y 
!? ^ *’>”« f’t’fxMu Bwl I'rmnipm, irfuainwl ihnmfh tim tamtpny of 

I If4 !im0m4 f4 immmm* m* impwmt. 





purf*Ht mctliyl alrolKil, for, an \v<* know from ^preutl 
doc*H not injure* tlic* rt*tl hlo(«i-<'i*llN in • 

KlVf.* A F'f, Htoc*k solution wn?4 dihiiod •:iii > 1 .; 

it wan found that (UKVio or, fo OJMtlo w. af t!ir- p , 
0.(KKK)25 1 ^. looifhin) worn Miffirion! t*t t'tmtph'tt'h drv:^*!;*- 
ox or ^oat hlocwi on tin* utidilion of Miitahk' ninoiini.H mI s « li 
(Hot* Tat^h* VIII). 

T\nkr-: viii. 


Atmmttl tit ihv> 

Uiv iittt. 


III I It. 


In wfiMt way now art* wo u> pirtHro iho ari»t»n «4 flu** 
Wo know that lia-iiliin ia sildo lo rorithiin* with aH.iiimu«,ti 
suKara (IIonri(|Uoz and llinj.'), oio. A thmdold Is 

dooideal. i’‘in<t, wln'tlior lashra vofann «iiiifoa wuh l» « iilan 
faHiiwin of an !inilM»oo|itor; asa’ond, wliotiii r |ioriiMj«!< th*- »na! 
hud mado tho hkKal-ooIlH wrmilivo in looilhm; or 
t}a« rovfTHo hokla fnio. 

A preliminary f<>at wa« tmule to m* whoihrr leritlott » 
poiaon eonihim* with ime muithor. 'lln* ittoih«Ml of imd 
»?xjK»ritnent in rohitivoly aiinjsle. I,orit|iin ran ••«»)!% l»o «h 
of ita aolntion in mit wafor by ira*an« of otl«.r A« if>.« 
oxfKsrimenf will abow, ha* it liin info iho othor m «r»-»! «l. 


nomonon which ia the oxfiitwaiim of tho ‘'|«ii di- 
ovor, to the mmt* amottnt of Iwilhin » aiiitnid* 
venom ia aridwl, it w ffHmd that l»Mt very liiilc j 
on ahaking the ethpr with the mixtum, Twti j-a 
were thus aliakcn out with I'fhor; A. mniainirii 
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ll rilli In*' mwu lr«lfl tl#" |4»I4«'^ lliiil rifi flu# fi«l*||tp'i|t fif nfinliif 
IM llir fillip’' |i*r|llii|i •«sif*|i|l|«f| ffiily- |«iri #lf lllltl flllltltlflt 
Ilf Irriliafi tlw- rllirf 1%'liirli ifllll Ptlwf WfiPtI ft 

|rtif’r- liM'ytlaifi m- *hmk»4i mit, Itw rt'ibm linfl tlif^rit- 

l$m- ilir^ irntiiifi, 

fkr lit i< Ilf ilHrntiitif* rn'in lifiw itii^ rf*«i Iilfpp|»rt4k 

i-utnm t'Wfiii iiiit| IriPilliift p|riiiff f#m“iiri| itii%tiifrii 

*4 III ifwlrr ill rpiiiffl till* rtitiput tif llin rrnripiiM iw 

liitu ll to #|i«l III ^.^nirr n ln’ltpf tif ifit* iiriirrR#i»A ii-i* 
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mm 

m-itiliH run iitily hj timmtmxg, iimt, Iri’ilhiii 

lit ^4 « iiiiiNtrr| »liir liiivr tii fiiriii inity Im* tiTIiirii 

fJj*' ‘irritiiiii'" 9.4 ri*Fm lliiit- till* iilliliily cif tJir rnlirii 

i,trri'Niri<|»tMrH /\r*r<irtlirig in lliw 

tlir 11111^*11 milli l!*r lr*‘|tliiti riHiW'H flit* I'tihrii piHMtU III ! i* Ififim 
riifspilv llr’iii tlir ulnrir, 'Ttir cif 

ijp'^ jitliiiiir ilmmicU flit' cirfiijiiilifin nf mmtlu*r 

|«-rft*’r! ly r«ifirriui}*l#» «*liriiiiriilty , All iififi!<*gy fm|iiMifly 
willi %M fiiri lliiif till* III tlir Iniiiinly I ii* 

1 4 tlir vmmm iiii inttfwn in ihn 

liftiiiiiy *4 ilir gtmtp. Mtirlirfi iiwl Hiirfw * liiivr 

I^sliiiwri tliai llii** <w'rs||#iit i«i|| tfif till* r#if|||i|nnii:li|€i|«|iilr |Crt'Hi|i nf 

rfif'i fill ifr till* rytii|iliili* |criiU|Fi 4 itflifiily, 

m 1.3 li'«| III flip r;fP 4 {^ 

IV'r I ihlil llff* Ir'ftlliill i%vtn nn || k iriil fif rtifiijili** 

#|||rr it M Iilirliiirrirl Fy t'rttlUft f»f fill* j4iiHn|1 

. Ill tinj.fi mmx n imtmrnmM ilniitilt* rnifitiiiiiilififi im fiiriiiiii 
r 4 llir rlii 4 iii rr 4 i 4 iir- in* 

‘I'lirfi'- m fisrt tin* %irw lirn* 

fiitrrlr, tlmt ilr Wiikiri nfft^rf #»f f lit* riil hlnml- 

rrll«f ail tf i \, llir ll$i*rtin»iiiliili* nf }4iif«i 

rnt'nm firr nttly iii In^lirr i tn f lin 

i-'ii-w'f frt ritPitB ir«l tiy f%1irlirli .ninl Mfimlmlt ^ ft»r lln’* 
f |iiilyrr-|#trim'l «if hlmni wi^ tlinrnftirt* iimitiiii* tliiit flin 

riiiilir ill »f If Ilf If 111 III il4ry tfifiliiln 

»l Irt.Jil tmi» fin jilt 1.4 wliirli fiiii** m iwiiiil p iililn In liiiiil 

tlir tillirf t«* I«iii4 lM*il!iiti, kiirli f4 tliniir rnmfiinip 
liwfi# hy m4*rtfnm'mi, 1 r., ^iiflirif,%| nf tlir 

It m imtimhh ihml ui Imfli g,rnii|tfi ifirrriiw*:^ 

11 i»- iiflhmnug fwlililjfififtl t.|i.il ftir 

likrfii.frrta ritinrit tm P*i»rt|w| in tlir liglil rif n ifrii,,p|» 

tjuatjfiri ’lilt* «f l^rilliiii rntjiiiii^.| fur r«fii|ilrin liimifily- 

it ill nfi itir iifltlitlriii nf 

fittesl i 4 Pfilirm ihr* iit-lirr itiiti liirii* §.#11111111 ij. ft m 

|n»ifi4 tliii f^r m fnr rt,iitn4i*li' mimikm wlii^n 

f }p*fr p n larfr r^r#^ wf %mmm. ThIiIp .^CI /| 
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Now if th<! cohm vfiioin flu- 14 «h»<I fm !h.- luil.oi, 

loB8 Iwithin woiU<l 1 m- n-iuimi for w.lsUi-.ii fhi- n»..rr ...l.m 
Wfifc iMlclwl. A.h u tmilU-T of fnrf l!«- r.-v, r«<- m il*i' W},. n «- 

UHwl a large .!xeeK.H of imomoii, li%r jw mnel, l.-r.iilon o 

quiretl for conipleU* Holution hm w!>eii Miialler «!•»***-. w. re o«<4 ll-« 

iH riwlily explaiiu-il l.y HK-^nining >!«»! a large . -v.n.i* .4 . j.u<r 

(•iiUH(‘.s a <lefl(M-lion of Uu- li-eifliitt, a |.lH-«o«>etiri»i ahrh «e S.a^e 
alrea<ly met with in the einloroiiii»!etiiei»t« 

'I'he i.heriftmetia ohM<-rv»-<l l.y u« aln*. w-ne to exi-kin «»‘w« •moIv 
the iiihihitinfe aetiim exerl.-il hy eertniii w-ra A# i-* «*» 
leeithia w able to .-omhiiie witli iiH.iimiriou* *ngHr» . U 

thiH union ia mo firm that it ia not .||•‘rt^|.^i'«l l.v the wthi.sty ..f iW 
eohm aiiil«M-e|>for, it will 1m- ifn|M»MMil.!e for the 1,-. uJon <o ,t.io 

nation. Thia ia the enai'. for exniiipli-. « iih ox whe h wh. « 

f««h (ha-a not exert a traee of iieiiuiiion on «.**t an l '-< t 

the ox a*>ntni eontaina anfiieienl l«-eilhin. a» »<* know hy • xamjn.tKg 
ite nleoholh- ext met. 

Ox senim ia even nl.le to ptevent l)seniohai« •*« the n»hlsii«.n 
frtai leeithin. the n-natm la-iiig evi.li nily la-raiw it r«.nt«,i.» .om 
of inhibiting aubatimeea. On healing tin* w-mtn ihi-«- ^oUtame* 
liw their aetion to a greater or 1*.#* i-xtent, «•* ilml the « nui. able 

when tnix.al with eol»ni vemmi to elTeet hi»'i»iolv».« \» ;.lna,U 

mentiontal, however, the htemolytie arlion ia ii««w«lh int*!? 

Ktrongt-r when the wra an* benfial to IW* ina»e»<| of «.nb i«< •».'»' * 
I'erhapa thia i* due to atibalaneea fawaw^ing ihffenni *l* gir. » >4 
fhertnokbilUy. 

In other casea only a very alight differmee m t« t»* oh« r.r 1 


THE MODE OF ACTION OF COBRA VENOM. 


nil 

between the activating power of fresh and of heated serum. Jd 
this case evidently the fresh serum already contains free, i.c. 
lecithin, and the inhibiting substance is affected but to a 
degree by the heating. In view of all this it is certainly inc-.orroef. 
to speak, as Calmette ^ does, of a definite thermolab ile antibody 
which is destroyed at 56^ C. 

It is natural to attempt a quantitative estimation of tlic eobra 
amboceptor by means of the binding of lecithin; also to tliink of 
the possibility of isolating the cobra amboceptors as lecithidn. I'kx- 
periments in this direction are now under way. 

The results of the experiments here given furnish a furtlier in- 
sight into the nature and mode of action of the ambocei)torB. 
demonstration of endocom'plementSj as well as the significant fact that 
a definite chemical and crystalline substance j lecithin j cari in a cfTidin 
sense play the rdle of complementj would appear to be especially im- 
portant for the development of our knowledge concerning poisonH, 

^ One might assume that the haemolysis by cobra venom alone, aHcirilicMi in 
■§ II to the action of the endocomplements, was caused by the lecitliin contiiiw^f I 
in the red blood-cells. This assumption, however, is at once excludcjcl by tint 
fact that the endocomplement solutions are inactivated by heating to CI2^ 
showing that their action has nothing to do with that of the lecithin. 
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XXVIIL FURTIIKK BTl'DIMH ON* THK IiYSIvNTWlY 

BAClLUa' 

Hy I>r. K. 

Whkn I thi* <lyw»iif<*ry iiiirilliiH in I friiitiil tlifii 

althnuKl'i orgiiniKni ap|iiirnntly rvnmitm \mmlm-4 iti iIm.^ 
and d(K»H not pann into tin* rinniliiiiiai, it i#i 

tlie cleviilopmnnt nf 8|>f*nifn’ m\X\\nu\wn m I hr mmim. Unit futi,,, 
inadn uw* nf aftnr the* inaniinr nf t.hn iirtil^*r-Wi4iil r«*iiriirin, |iiriii:f?|ii‘4 
me with an irn|H>rtiini aid in the iliiiicii«mi.f4 nf tlie tlyMmlrfy hienihet 
In the* emirne nf the fotlnwing yearf4 the fitri# ii'tiirh I rcl 

in (‘onneetinn with epiderriie dyHi»iitery* liiive ln'^^ri rririliritirii in 
partK (jf the werld/-^ i»f4jaHdfilly mi m fn# 

BtiidieB on thin diHC’iim* in Cif»rrt«iiriy. '‘r«'eday iliere b no l«ri|ter iiny 
doubt eoneerning the identity of the iimliiti'd hy 

with mine, c*ven thfiugh t}if*re m atili ii uliglil di'Vi'^fgriirr rMiireifiiiig 
eertain morphologieiil detiiilit. All of lli** mpmimM rtifniirirr- 
i«tie« of the I'meilli diBeovert'fl hy me* fin widl iw ilinr aiiltilitial 
tiori hy «»nitn cd the piitientu, Iiiive riitifinii*'^l hy lipwr Ihi^^ 
eertain slight differenees in gnmih iiiiiy m lint ml ill 
in othc?r haeh^riii, even in eholent. Tlir* niieiith*ii »m tm liii* iiftwiim* 
of motility m <!ii{w*emlly hani to At fml I ^lair-d ili«i tny 

haeilli ware motile; Knm* foiiiid lliefn iiiiiitfilile. It m ^rll fctiiittii 
that it is not always mny to ileeide wtieflier ii liartlhi,fi fitiifilr or 
not, iincl Knise himsrdf itiys mnrerfiiiii ntofiliiy m a rli»tiirirr»ir 
of the eoli group (Flttgge, Vol II, f«fe mi) tlml *hifie f«inif !#• irry 
earaful in deeiding this point* for the nvn’eiiienfii of fen h.pi Imi a uluftt 
time iind are not premmt imcier all rondif itinn of life (iniimit mmimm 
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‘temperature, etc.).” In this connection I would call to mind the 
liacillus of erysipelas of swine, whose immotility is still questioned 
iDy many observers. I have always described the motility of my 
cultures as feeble, though I found it strange that I was unable at 
first to demonstrate flagella by staining methods. Later on, how- 
ever, I succeeded in finding two terminal flagella in one preparation, 
^nd thought that this question might now be regarded as closed. 
TCo what extent this was an error I should not yet like to say, and 
for the present I should also not like to regard the observations of 
"Vedder and Duval,i found peritrichal flagella, as a confirma- 
tion of my findings. 

In 1898 I immunized horses with dysentery bacilli and obtained 
a. high-grade serum with which in 1898-1900 almost three hundred 
people have been treated. It therefore seemed advisable to study 
this dysentery serum from the standpoint of the modern theory 
of immunity. At the same time I was anxious by means of serum 
diagnosis to again prove the identity of Kruse^s bacillus with mine. 

The cultures employed were the following: One of my original 
cultures, one from Prof. Flexner, one culture of the Kruse bacillus- 
from the Frankfurt Institute, and a Kruse bacillus from Dr. Conradi, 
-Berlin. I may at once say that in all the various bactericidal experi- 
ments these cultures behaved exactly alike, and I shall therefore in 
■the following speak of the dysentery bacillus as such. When I come 
■to speak of the agglutination I shall make mention of certain variations 
of Flexner^s bacillusjrom mine and Kruse's. 

To begin, the bactericidal action of normal active sera was tested 
on the dysentery bacillus. The method employed corresponded 
exactly to that described by M. Neisser and Weehsberg, to whose 
paper I shall therefore refer 

The amount of culture planted was always 1/500 mg. of a one- 
day agar culture, and in the dilution employed this was contained 
in 1.0 cc. salt solution. The total amount in each tube was always 
:2.0 cc., to which quantity three drops of bouillon were then added. 
The serum was allowed to act for three hours at 37® C., after which 
■fcime six drops were made into agar plates. In judging the plates we 
did not make use of accurate counting, but always employed the 


^ The Etiology of Acute Dysentery in the United States. Journal of Experi- 
mental Medicine, 1902, Vol. VI., No. 2. 

* See pages 120 et seq. 
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method of Neisser and Wechsberg, namely, approximate estimation, 
because only large results were regarded as conclusive. Frequently 
after the six drops had been taken from the tube, the residue was 
again placed into the incubator. In this way one often obtains 
valuable confirmation of the agar plates by noting whether or not 
there is a growth in the tubes. 

The strongest bactericidal power is possessed by goat and sheep 
sera, but this is but slight in comparison to their action on many 
other species of bacteria. 0.3 cc. of these sera almost completely 
killed the bacteria under the conditions mentioned. Other sera are 
weaker, such as ox, horse, human, dog, guinea-pig, and rabbit serum. 
A reactivation of normal inactive sera succeeded only in the follow- 
ing combination: normal inactive goat serum could be completely 
reactivated by normal active horse serum in an amount which by 
itself did not kill the bacteria. These experiments showed that only 
a few sera could be used for reactivation (e.g. horse serum) apparently 
because the other sera did not contain any considerable excess of 
free dominant complement, or contained none at all. This was 
entirely confirmed by the complementing experiments which were 
made with a high-grade immune serum. The immune serum used 
was obtained from a horse which I myself had begun to immunize 
and which had been further immunized in the meantime. The serum 
was sent to me from Japan with the addition of 0.5% carbolic. In 
the small amounts in which the serum was used, this addition in no 
way disturbed the bactericidal experiments, as w^s shown by control 
tests. The first experiments undertaken with the completion by 
means of active horse serum resulted negatively in so far as any 
destructive action was concerned. This was soon found to be due 
to the phenomenon of complement deflection described by Neisser 
and Wechsberg; for when smaller and still smaller doses of the immune 
serum were employed the destructive action became more and more 
marked. Table I, in which column A gives the result of the plate 
tests, and B that of the test-tube experiment made at the same time, 
shows the destructive action as well as the phenomenon of comple- 
ment deflection. 

From this it is seen that even 0.0025 and 0.0005 cc. still have a 
distinct bactericidal action. This result was obtained a great many 
times, with various strains, in almost the same manner. 

Besides the horse serum only one other serum could be used 



iniTlilJi «i\ Till-. liAr|I,JJ\S. 315 


Im? > •iA-niiii , iijiiiirly , HI’ f i i,'i* htmmti Ht^rtuu, 

1. *!*!<' II ’> fliiM 3rruri4. 

Tyilj-; I. 


h 

1 ♦■ii air 1 f 'll 

If <.|.S(r. 


: _ A 

If. 

, *h*mih Hi ilipt 




1 MfJ llir i 

1 ’iiil»ri5(. 

HI <i| ^ 

1 :i 

1 iirr.si mi urn ^ 

■i 

■1 

«i tm7!* \ 

j H :i 


/ 

■1 

II mir$ ‘ 

1 « 3 

*1 


■f 

II : 

! fi :i 


nUtitmi U 


li wil 

11 

II :i 
u :i 


fl 

IllflllPit ft 


$:i miifi 

ri :i 

$ i 

flit 


II imcik 

^ II :i 

$ i 

urn 

1 

fi iKi»i :! 

! li :i 

* » 

** itniit 

4 

I 

II i 

#1 :i 

« 1 

^n'rriil thiiitfi. 

« m$MiS$ i 

i 

u :i 

#« 

■/ 

1 


I •'■ M 3 I II p#*. 1 1 /'.fiiitl j ninmil fiiiiti**, I 

I fill! f <4 ^ 

II I If 

I - II :S — II 


tMIlIJs II 


|#t|' !»«.«» 

; ; 

1 l 

#4 1 «*|f**iH*i* irtf |,^. 


rir j 


II III 

11 3 i 

j ! *1 pr* Cl/Wl 1 

m 

II «i:i 

li % 

! • ♦ . 

» 

fi tmt 

II ;t 

#» 

m 

II iif«i:i 

» i 

ft 

fow 

If fiHII 

II :% 

** 

II 


.11 :i 

if 

ftlifiiit Mil 

It mmn \ 

II % 

« » 

** iimi 





®»- 


II % 

1 ,0 rr., ri/aw Mui 

m 


t t 

m 

tl 

I 

II % 


fl 


rp ii> thf* |»rwt*»nl limp I Imvi* ti^twl Oip <tf »i}t 
iir»*S it ftpJtvt* iii fivi* emt»m (four in ftinmitiit «*inrft ini«l 
mwi- ailiilr *i»rwi»ii,‘ t»ij|y iinw*, jn tin? raw of a rtpphriftN jwtw'itt, witn 
ihi* •%-»• f«»r r«»m|»l*'>nM«'nting, !l, mav la* owinimiHl 

iliat ttrip of ihiw i«*m lem my own, nntl tlib wn* wfwwlpmlily r»*«}r«-r 
l!«ii ili« Wbolfipr tbb pmiwrty hnn «ny mnn»'i*>km wiih «r* 

iititunniwiwii whjph I iindorwont i*oitit» four y#"«r« j»ri'v|o«jMty 
I hIibII nmlorWwI. 


316 


CULLKiTED BTVDIFM IX IMMIWTIY. 


I believe tliis cleincmBtriiteH that the hem^ mtmmr riit* 

ployed by me for thcerai'Hmtie puri»oM*H, meet^ iht* rr«.|iiirrii4f’ii!.-. mbp'li 
are nowadays to lie deimiiuled of a tmci-eririilnl iiiiiiniii#' 
namely, (1) that it \m liigh grade, ami (2| thiil it fimi n 
pleriK^nt in normal human Hiis m itie liff^i iM^niin rih|4**>r4 

in human theratjy which fulfik tin* comlifioiis kill ijottii b> bLileli 
in IiiHCroonkn llMMh llie e,\ce!li‘iil eiinifitr rnaili/? ^ 

by me in Japan ^ furnish abnnclafit vimimuulum of fhr enirr* *4 
Ehrlich's views. 

As already mentiontHl, the pheiiomerion of ilrllrriinii *4 
merit could be (hunonstrafeii very fireitily with niini *»f 
this active horse sf»rum. Since this firflection m priiiwirih- 
on the amount of immune Issly presiuit, it trmy |w*r!iji| 0^ |a|‘ 4r' l«f# 

employ tin* degree of deflection as n umtmn* of ifn* f4 i» 

Some exfsiriments in this clirecfion | hfivr* iifi4«’f i^ikrii m flu:! 

suggestion of Prof. M. Neissi»r hitvi* mu yet im^n roiir'hejr^l 

I. have already stafisl fhat, tlie other iirtn/e M-rii g rnmitm, 
et(?.) could not lx* used for ctimjiletnenfing tlw? 
serum, altiiough in fhemmdvi^s lhf*y W'ere harirririeliil flui f«f 
immune serum the phcuionierion of riiiiip!eitieiit didlrrieoi in? 
denionstrabsi very iiieely with thw^ si?m like Titl4«;^^ 1 11,1 
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ttirliiiri rliirlly U*f tbiii } <jir trf- iti ri 1 irtiimtiin Uwly IntH inlclnd 
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Ah II of tho lirilliaiif i«hi,h iif li*iil ^ tm flit* mir 

and of KiH{‘iilHT|i: and \*olk * on iho fitiirr, iw** iirw i^hr^tumAtu, Ihw 
been d{‘H{'ri!HHl ns ocaMirring in ibo ftm-fitm, |4.i 

which an* of givat iiiijrttrfaiiro in tlio nliidv of arrlntiti^ir' IN'mI 
first nhowinl that typliohi barilli wha'li iunl Im^u iitldid in im iiia« ■ 
tivutiHl (by la^alj ngghitinin iind th«‘ti I'tiitriftigi i| rnulif ||f,i 
b(^ agglutiiiat4*d by llii* addilion of loiru' iiRiiitif iiiim 1 br »4 

iOi.s<‘iibor|^ and \blk ilosorib***! an m(%nhmty in ii nf 

a|i;KiutinationH which iiiatiifcstod its*4i m tim, lliai tb.c tnlm-n ron.* 
tainin^ the* largcHl lunoiintof iig^hitiniii nnly fi**“blr 

tion or noriiMit all, whilr the niuummm 

Htronii; agii^hitination/^ liiiil %Mm of thr o|aiii*iri tlifit llir j»}i*'iaaiwiio|i 
oliHiTvcd by hiinvvaH dur to |.ln* sntrnirtion of tr$w- 

roHjamding to anilK->cf*jifor find rmuplmmiih inid hr f^'ii|i|.«irtrfi iln* 
with mwcnil riiicti%*fttin^ 0K|it*ritiii*nt4, Em-ulm^rg hipI \''o|h 
thf! im*gnIarcoiim*of tlioiigiiliitifiiitioii by tlir tif anifltitiiiiiid#,, 

a view in which I fully iigm.% 

Followiitii; KhrlicIFa noiiicnrliitun* I hlfH n, irrm 

tlaw agghitinoitls ^ fmMujtjiuHmmiM, for we nrr drilling, witli thr iirlitui 
of Kulmtanc«*H which iitihi* froni the iingliitiniii# m ii rwtili nf 
infhit*ncc*H. I'urtliiTitiorc the ii liigtirf' iiltiiiiiy 

for tlu‘ liacilli tliiiii fhi* iiricliiirigf«fl ngj^hitirnrn find lliry hnvr kmi i}-iiit, 
group wlii«4i k the real currier of the iigMlntiiiatiiig nclicirn wbili- tlir 
other groiiin which cfTerlH the ciiinbiniil loii w-'iili tlii^ liieferiii, in^ Irfi 
iritiict. 

* Arcliiv, f. Ilygiciwt, mrl, ViiL A bill, 
f. Ilyg^ne, tfirj, Voh Kb. 
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proagglutinoid fn>m thf HKnIuIiniu i-i»ulil only aJiMu r. -i ) i : 
that the amount of pnmKglutiuoai alriwly i-n-M i,! m liu ' • • fmo ■ ■ • n i 
bo incroa8(‘(l by hoatinn, by (■(•iitiniioii »'!kj»oMirc to hi'bt "r !-> tl,. 
addition of chloroform. '1^1111' V. 
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The (ievc*lej}nit»iit. the jirrmRgliitifi«i4 fmiii ilit^ 
still more disfinel in a tntHh t.y}4ioii! iitimtiiir 
senim, wliifh hud nlitiwri no mm** of |iroiiti^dntirioi#l„ t% 

tirict zone after heiiliHl twire IHP f«<r four 

liy thin ex|HTirtK*iit the higher jifliiiiiy of tise |tr«iigghriiie)br4 
already demon.i4triifi*<i. It eum !jowe%-rr, !«'* 
exi'>erimentM. Ily shiikirig llie 4ymil«"ry ttiili rlah*r<4«fiii it 

was {lossihle to efTert iiliiiost ii eoitijilete iriirn^foritiatioti 
iido proaggliitirioiil ihiii the hardly sigghiiniiitii-d m 

dilution. When to ii dost* of ilie iinehnngrfl 
ciertt liy iisidf to effeet iiggliitinalioro I iidde^l 
of till! iii*ruiii irfiitit! with ehlonifonti, no iigghitifi4»ii*4i "4 a# 

In the dilutions iiji to 1:11.11, (IViiiiroI wiiti rLi#*t«4<4ifA'^l 

iiorniiil «*nim %vere inviirklily rtwide.l The miiii*** $mM I#- 

olitalfiiHl with dyscuilrry m^niiii tlial had Imm tif'^iiled 
m»nirri lMmtf*fI for »1 lioiim f.o wm nhh in *!ihiiiofp «if j: |o 

1:S2() to {irf*verit iiggliififiittioit hy mirti m dw ihr 1 . 11 * 1 ' 4 
dymiteiy simini wliirh hy il«df wiiiihl Imve wifliwi l«i 
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we add a large quantity of bacteria to the same amount of serum,, the 
proagglutinoid will not suffice to occupy all the receptors and some 
agglutinin will be enabled to combine with the bacteria. This, how- 
ever, results in agglutination. 

As already mentioned, my original culture proved entirely identical 
with the Kruse culture so far as the zone of proagglutinoid was con- 
cerned. The Flexner culture, on the contrary, behaved differently, 
for, although it was agglutinated in the same degree by the immune 
serum, the zone of proagglutinoid was entirely absent. This is well 
shown in the following table. 


TABLE IX. 


Dilution of the 
Djysentery 
Serum. 

2 Hours. 

5 Hours. 

24 Hours. 

1:10 

+ + 

444 

444 

1:20 

+ + 

4 4 4 

444 

1:40 

+ 4 - 

444 

444 

1:80 

4 

4 4 4 

444 

1:160 

do 

44 

44 

1:320 

— 

4 

4 

1:640 

— 

4 

4 

1:1280 

— 

± 

4 

1:2560 

— 


— 

1:5120 

— 




Absorption tests, which were then made, showed that the Kruse 
bacillus when added to my immune serum completely abstracted the 
agglutinin and proagglutinoid for this strain, while the agglutinin for 
the Flexner strain was abstracted to only a slight degree. Conversely, 
when the Flexner bacillus was added to my immune serum and the 
mixture centrifuged it was found that the agglutinin for Flexner's 
bacilli had been completely absorbed, but only a small part of the 
agglutinin and proagglutinoid for the Kruse strain. 

We shall therefore have to assume that my original strain corre- 
sponds completely to the Kruse strain so far as the receptor apparatus 
is concerned, while both these strains possess certain receptors identical 
with those of Flexner's strain, and others which differ from them. ' 
We may furthermore assume that the serum with which these experi- 
ments were made was obtained by immunizing not only with my 
original strain, but that in the course of years various other strains 
had been used for immunization. In this way agglutinins of various 
kinds were developed, and these, of course, also fitted strains with 
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XXIX. METIIOIXS OF H'i'FDYI.XO H.IOIOI.V.SIXF. 

By Dr. J. MomiKNituTii, MmiiImt «f !l»i* 

Tup, objocf, of tlio following article is to give a hre f otitlirie of the 
principl(!H governing the feelininue of hseniolytic evju rjiiieiiiR It iu.iy 
be taken for granted tliat the inethiKis einjiloyi-*! >it lh«' » vj<« r!n»-nM 
already divscribed will la* applicable to tuany probh no of h.etooh «*» 
still to be studied and to many ipieslioiw einieernnig baeo tiolv ‘•m# 
and eytotoxiiiH. In view of this n syslenatlie trentw im inrth««lit 
will prove of eoiwiderable vtdtie, eM|»eemlly to «nie who UW-** tlw w* 
methods only oe(>jiHionally. In th«w eases wher«’ a (wrianbr 
teelmiqne has been wuflieii-ntly dew'rilKsl m the prevoin** psijsrs 
I havecontenfiKl inywlf with tneivly giving the rv ferenee to ih»s 

Aside, li(»wev(!r, from this jimefiial object, 3 geiu rsil «iirv*y«»f ihi. 
Bubject is to b(! given which will show how n systeni of i«-ehni<|»ie, 
inb-lligently built up on a eoinpreliensive theviry. hiM n«ide it js«*»hle 
to push our atialylieul iiupiiries into a di'pnriuient of xeien*-*’ wheh 
fornatrly eonsliluUsl a wailiti Ismk to the ordinary )iw!h«»«l» «»f ehrin. 
istry. Disregard of these newer na-tlitids has invariiildy hd to ol#<« «i* 
rity and error, as wt* have hia-n able to show t»n sev i-riI i« • a-ams > , 
and in the future, even if refiiiwi r/u mtmi met !»««!« ran sn> res,..f»ilh* I*, 
intralncwl into tliis donniin. the general iiiethtsl of atwKsis larr 
ontlintsd will tilways form the basis of this sttidy, Aeeordmg to .»ar 
expcratnce the study of luetnolysins will b* much sitnphlwKl bv ait. ». 
tion to a numlwr of technical details which are deserdssl in this 
article. 

I. Collecting and Preserving the itiood and Dlund Mefttw. 

Wft shall lK*gin with some remarks on the cf»jleei»>f, 
tion of the bltssl and «*mm n>«)titnsl for llicwe ex|ierina tiis, 

As a genem! rule for hamadytie ex]S‘Hna<nti{ it is not, t»we«,fv 

• See, forexaiiiplo, iwgits 181 «( noq.; 341 et scj ; JHJ rl ^1 ,, #fr 
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to observe aseptic precautions; usually all that is required is to 
collect the blood in dry sterile vessels, avoiding contamination with 
dirt, etc. Hence the troublesome method of collecting blood from 
the carotid of the animals will only then be undertaken if for some 
reason asepsis is necessary or a large yield of blood is required. 
In the latter case the yield of blood can be considerably increased 
toward the end of exsanguination by rythmic compression of the 
•cardiac region. With goats, sheep, etc., the blood can easily be 
obtained without any previous dissection by means of a suitable 
eanula thrust through the skin directly into the jugular vein which 
has been distended by compression on the cardiac side. This is the 
method commonly employed in obtaining the therapeutic sera from 
horses. In this way small amounts of blood can be drawn from the 
animals a great many times. Smaller animals, such as dogs, rabbits, 
guinea-pigs, and rats, are most readily bled by anaesthetizing them, dis- 
secting off the skin of the thigh and then with one stroke cutting both 
the femoral artery and vein. From rabbits small amounts of blood 
are easily obtained by incising the ear with a scissors or by means 
of a hypodermic needle introduced into the marginal ear vein. Small 
amounts of blood can be obtained from birds from the large wing 
vein; in the case of geese and ducks the web of the foot can be incised. 

For purposes of obtaining serum the blood is collected in cylindrical 
vessels and allowed to coagulate spontaneously. It is kept in the 
refrigerator until the serum has separated. Several hours after 
collecting the blood, it is well to loosen the clot from the sides of the 
tube by means of a glass rod or spatula, for if this is not done the 
serum may not separate. Small amounts of blood are best allowed 
to clot in cylindrical glasses or tubes placed slantingly. After clotting 
has occurred the vessel is placed upright. The serum which separates 
will then flow to the bottom and can be poured off the next day. 
If the serum is clouded with blood-cells, these are to be removed as 
soon as possible.^ 

When the serum is poured off the first time the vessel containing 


1 An excellent centrifuge with a capacity up to 200 cc., but which can also 
be had for larger quantities, is that made by Rurme, the mechanic in Heidelberg 
University. This machine is made either for water or electric power, and runs 
•exceedingly smoothly. For centrifuging smaller quantities of fluid, and espe- 
cially for sedimenting blood-cells from dilute blood suspensions, the hand cen- 
trifuge designed by Steenbeck-Litten, and made by F. and M. Lautenschlager 
in Berlin, is excellent. 
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the clot can be kept on ice for 24 hours longer. In that way a further 
yield is obtained. 

In order to obtain serum immediately the blood is defibrinated 
by whipping it with a stick of wood or by shaking it in a bottle 
containing some glass beads, or still better a little mass of dry 
sterilized iron turnings. After the blood is defibrinated it is centri- 
fuged and the serum, carefully separated by means of a pipette. It 
is well to fasten a long rubber tube to the upper end of the pipette 
and have an assistant suck while one watches the point of the pipette. 

So far as concerns preservation of the serum it may be said that our 
present experiences are not yet sufficient to permit us to formulate 
safe rules having general applicability. It is not only necessary to 
prevent putrefaction, but also to preserve intact a large number of 
most unstable substances, the conditions necessary for whose existence 
are, in part, evidently very narrowly limited. Hence for the present 
it may be put down as a rule that in all important primary determina- 
tions only very fresh serum should be employed. This applies above 
all to the study of the complements. Negative results with sera 
which have been kept several days and which have been exposed to 
any kind of thermic or chemic influence, are particularly unreliable. 
Hence it is necessary that those properties of a serum which one 
purposes to study should be examined before the serum is preserved, 
so that secondary changes can then be controlled at any time. 

The easiest substances to preserve are the antitoxins, anticomple- 
ments, antiamboceptors and the majority of artificially-produced 
amboceptors. By the addition of carbonic acid, Pfeiffer ^ has succeeded 
in keeping a cholera immune serum derived from a goat for five years 
without decrease in strength. We have preserved hsemolytic ambo- 
ceptors for a long time without any addition, by keeping the sera in 
an ice-chest at S° C. The development of bacteria is usually prevented 
by heating the serum in the test-tubes stoppered with cotton plugs 
to 57° for half an hour. In this way the serum is both inactivated 
and sterilized. So far as our experience goes the anticomplements 
and antiamboceptors can be preserved in the refrigerator like the 
amboceptors. Drying the serum over sulphuric acid or over anhy- 
drous phosphoric acid in vacuum can also be used for these substances. 

Of all the substances here concerned the complements are by far 
the most labile; wiienever possible, therefore, fresh serum is used 


^ See Mertens, Deutsche med. Wochensch. 1901, No. 24. 
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II. The Method of Making Haemolytic Experiments. 

General Considerations. 

With a little practice the quantitative estimation of haemolysis 
proves very simple. The two fundamental points, entire haemolysis 
(complete), and no haemolysis whatever (0), are usually very readily 
recognized. By ‘'trace’' we mean the occurrence of a faint zone 
of solution observed just above the cells by. gently agitating the 
test-tube. The estimation of complete haemolysis only then offers 
difficulties if considerable agglutination has occurred, so that the 
fluid when shaken is clouded by the clumped stromata. Such cases in 
themselves are poorly adapted for ‘ quantitative studies because at 
times the rapid agglutination may purely mechanically prevent the 
escape of the haemoglobin and so simulate an absence of haemolysis. 

In this respect according to our experiences the greatest diffi- 
culties are presented by dog blood-cells and the specific immune 
sera (derived from goats) against these. This is still more the case in 
such sera derived from rabbits. It often happens, before even a trace 
of haemolysis has occurred, that the dog blood-cells are agglutinated 
and fall to the bottom of the test-tube. Goose blood and specific 
immune serum behave similarly. In these cases it is necessary by 
means of frequent shaking to separate the agglutinated blood-cells so 
that the haemoglobin is given chance to escape. 

In those cases in which the usual method of describing the degree 
of solution does not suffice, and accurate quantitative determinations 
of the amount of blood-cells dissolved are desired, one makes use of 
a colorimetric procedure devised by Madsen in which a color comparison 
is always made by dissolving blood-cells in water.^ 

Agglutination is usually easily recognized on shaking up the sedi- 
mented blood-cells. It becomes very evident when the specimens 
of blood are shaken and one then compares the rapidity with which 
the blood-cells settle to the bottom. This is always greater with 
agglutinated blood-cells. 

In general a 5% suspension of the blood-cells in 0.85% salt solu- 
tion has proven best adapted for haemolytic experiments. 1 to 2 cc. 
of such a mixture in each test-tube is sufficient for most tests. When 
material is scanty one can use amounts very much smaller, though 
usually this will be at the expense of accuracy. In this case, of 


^ See Madsen, Zeitschrift fiir Hygiene, Vol. 32 , 1899 . 
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is highly toxic for the animal injected. If, for example, a rabbit is 
injected intravenously with 10 cc. of dog blood whose serum has 
not previously been removed, the animal will die acutely. By pre- 
viously heating the serum one also obviates the reactive production 
of serum coagulins and anticomplements, both of which can at times 
hinder the estimation of haemolysis. A general rule as to which 
mode of injection is to be chosen for immunization cannot be laid 
down. Larger laboratory animals are usually injected subcutaneously ; 
goats usually bear intraperitoneal injections very well. This mode 
of injection, using blood-cells which have previously been dissolved 
with water, is used especially when a particularly marked “ ictus 
immunisatorius is desired, as, for example, in the production of 
isolysins. Birds are injected into the large pectoral muscles or 
intraperitoneally. For rabbits and guinea-pigs the intraperitoneal 
injections are well adapted, since, if the material is not positively 
sterile, secondary injections (which in subcutaneous inoculations 
often lead to troublesome abscesses, especially in the rabbit) are 
most readily avoided. Injuries to the intestine are best avoided by 
holding the animals almost vertically, head down, and thrusting 
the needle into the abdomen in the median line a little above the 
bladder. The needle should not be too sharp, nor thrust in very 
deeply. (Personal communication of Dr. R. Krause.) The repetition 
of intravenous injections offer especial difficulties, for after hsemolysin 
formation has once occurred the blood-cells introduced are rapidly 
dissolved, leading to the death of the animal from embolism. 
(Rehns.O 

Another thing which may lead to death from embolism is the 
formation of coagulins in consequence of a previous injection of 
blood which has not been freed from serum. These coagulins cause- 
a rapid formation of precipitates within the blood circulation.^ 

I'he amount of blood used depends upon the size of the animal 
to be injected and upon the special conditions of the experiment. 
Up to a liter of blood, freed from most of its serum, can be injected 


^ Rehns, Comp. rend, de la Soc. de Biol. 1901, No. 12;. see also similar 
observations made on man by Bier, Miinch. med. Wochensch. 1901, No. 15. 

* Very likely the inexplicable results obtained by Magendie (‘‘Vor- 
lesungen iiber das Blut,'' German translation by Kriipp, Leipzig, 1839) were due 
to the formation of coagulins. Magendie found that rabbits which had tolerated 
two intravenous injections of egg albumin without any injury whatever immedi- 
ately succumbed to a further injection made after a number of days. 
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serum, which had thus been deprived of much of its toxic property,, 
would appear to be preferable, for, owing to the complementoids 
which it contains, this would cause the production of anticomplements 
just as well as fresh serum. (See pages 79 et seq.) 

If it is desired by the injection of a certain serum to produce 
anticomplements which are also directed against various other sera,^ 
it is necessary to repeat the injections several times in increasing 
amounts. While treating a goat with rabbit serum, Ehrlich and 
Morgenroth observed the development first of anticomplements 
directed exclusively against the complement of rabbit serum (iso- 
genic anticomplements) ; in course of time anticomplements directed 
against the complements of guinea-pig serum (alloiogenic anticom- 
plements) also appeared. Here evidently we are dealing with partial 
complements, present in rabbit serum in small amounts, which require 
several repetitions of the injections in increasing amounts in order 
to excite the production of anticomplements. 

In the production of serum coagulins [precipitins] one proceeds as 
for anticomplements. These serum coagulins have been shown to 
possess considerable value for the forensic determination of various 
species of blood, especially human blood, as has been shown by the 
researches of Wassermann and Schutze, Uhlenhuth, and many others. 
In the production of milk coagulins one or two injections of 20 to 
40 cc. of milk into a rabbit are usually sufficient. The milk can be 
heated to 60° previous to injection in order to reduce the number of 
germs present. In connection with the production of serum coagu- 
lins Uhlenhuth makes some interesting statements (Deutsch. med. 
Wochenschr. 1902, No. 37). Among other things he describes 
something we had also noticed, namely, the occasional failure of the 
reaction and the development of ^^alloiogenic coagulins as the 
titer of the serum increased, a fact which corresponds to what we 
have above described for the formation anticomplements.^ 

IV. Determining the Haemolytic Action. 

The fact that certain poisons of vegetable or animal origin, as 
well as normal sera and other body fluids, possess a haemolytic action 
can be determined so readily that it will be superfluous to enter further 

^ See pages 111 et seq. 

^Concerning isogenic and alloiogenic anticomplements, see Morgenroth 
and Sachs, pages 258 et seq. 
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important to determine whether the haemolytic agent is a haptin 
in the true sense. So far as the alkaloids, glucosides, etc., which 
act haemolytically are concerned, they are generally readily identi- 
fied by means of the chemical methods devised for their separation, 
methods based on precipitations and shaking out with solvents. 
This is not true for the haptins; they cannot be prepared by these 
methods. At the most, it is possible to precipitate them in con- 
junction with the albuminous bodies. Another distinction consists 
in this, that the substances which are chemically defined are usu- 
.ally thermiostable, while the haptins in the great majority of cases 
are destroyed by heat, especially by boiling temperature. One 
distinction above all, however, is the fact that only the haptins are 
capable of causing the production of antibodies by immunization, 
and this makes a classification possible even in difficult cases. Fre- 
quently the facts which we have already learned about a substance 
.allow us to make definite conjectures. For example, if a vegetable 
•extract possesses hremolytic properties which are not destroyed by 
boiling, and if it is found that the hsemolytic substance is soluble 
in ether, we can at once exclude this from the class of haptins. On 
the other hand, if one finds that the hsemolytic action of an animal 
body fluid is destroyed by heating to 56° C., this fact already argues 
in favor of a haptin. Other methods, including perhaps the immu- 
nizing reaction, would then be required to determine this positively. 

V. The Study of Complex Haemolysins. 

We now take up a question of paramount importance which 
arises in the study of every haemolytic poison, namely, whether in 
any given instance we are dealing with a simple hsemolysin, or with a 
complex one consisting of amboceptor and complement. 

In determining the complex nature ‘of a hsemolysin we now have 
the following methods at our disposal: 

1. Separation of amboceptor and complement by allowing the 
former to be tied by red blood-cells at low temperatures. 

2. Removal of the complement or changing the same into the 
inert complementoid. 

(a) Absorbing the complement by means of certain cells (e.g., 
yeast-cells, bacterial cells, cells of animal organs), or by means of 
porous filters. 
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for the union with the blood-cells. Such a possibility must 
be borne in mind. 

The technique of this separation at low temperatures 5^^ 
simple. The tubes containing the blood and the serum resp(*«"^ 
are cooled to 0° by being placed in iced water or by packing 
Thereupon the serum, in amounts which are not far either wa>” 
thc^ single solvent dose, is added to the blood. After beinl^ 
at 0® for two hours the mixture is rapidly centrifuged and tlie 
natant fluid quickly removed. If desired, the sedimented ^ ^ 
cells can be washed with salt solution and then suitably sub|»< *3 
The decanted fluid is again mixed with blood-cells. For thi?** 
pose, in order not to increase the total volume, one takes the t ^ 
cell sediment centrifuged from the required amount of the 5' ^ 
pension. If a complete separation of amboceptor and com|tl«* 
has been effected, it will be found that neither are the sedif**^ 
blood-cells dissolved nor is the decanted fluid able to diss(>l^"*t 
blood-cells added anew. It is then necessary to determine th#* 
ence of complement in the decanted fluid, which is done by ftc 
suitable amounts of serum inactivated by heating. Similarly 
amboceptor anchored by the blood-cells at low temperatures is cl« * 
strated by adding to the sediment the complement present ii 
decanted fluid. 

The second and simpler method is that of inactivating the 
lytic serum by means of heat and then activating the ambcf«"*i 
by the addition of complement. In this the chief difficulty 
consists in the fact that a certain complement required in m 
ticular instance is not contained in all sera, and further that titf* 
which contain this particular complement often in themselv*^ 
solve the blood-cells by means of a normal amboceptor. 

There are several ways of overcoming these difficultim* 
neatest method and one which is applicable in many cases rr»i 
in selecting as the complementing agent the serum of that 
species whose blood is being tested, as, for example, using guiii#^ 
serum as complement for amboceptors acting on guinear-pig 
In such cases a solution of the blood-cells by means of the a»i 
own sertim is, of course, precluded. 

In all other cases one must make use of complementing: 
which are unrelated to the species of blood in question. Dm 
quently discovers sera for this purpose which do not in thertii 
dissolve the blood-cells to be tested, as, for example, in react! 
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COLLKtTEI) HTIDIKH IX IMMf^XITY. 


For many yearn, owing to tlic* vahiiibli’ rrmirrlir.^ of 
an inactivation by means of teini«*riitnre of /lo Tilt'' \%;Ki 
as practically a Bpecntic criterion for the iijexins. Wi* iiom* know, 
however, that no general rule can he forniuliileil in this tin 

the one hand thcTc are complements wliieli are not iit nil ii4ibi*‘iir»‘4 hy 
the cuHtomary half-hour’s heating to llheriiiof^fitlilt* r*iiiipjr" 

mentn), and on thc^ other tlaw are i4fiil«ir»e|i|iiri^: %%}iir|i im* roiri* 
pletely d(‘Htroy<*d hy such heating. A rianpleiiieiif lii4oiifiii|* tn the 
first cat(‘gory wi4h first descrila^d hy hlhrlirli niifi !l|*»rgriir*3th ^ im 
occurring in considi'rahle ananmt in normal gout seriiiii in the 
scrum of a Inick which had hitm hmmmrml miili sfut^p i^rrnm; iiiicl 
thcrmolahile amlMicc^ptors, <^|H*ciiilly in imrmml serii* lire fini nt aJI 
rare. Tlius the andKice[it.or almve nmtiUnml regulfirly in 

horse serum and acting on guinea-jag hlooi.h as m*ll our 
by Hachs ^ present in dog s<*nun iiml also iirfiiig tm g:i4iii«'*ii«|4g tiio«.w|, 
is completely dc^troyci! hy half an hours heiiting to fifr'lk Ifrtire 
the first rule in ihit deiiionstnitioiiof the roiti{ilf*3c rliariirirr of hieitio- 
lytie poisons hy thermogenic inaclivalitin is iilttiiys l«i itie 

lowest temperature at which inactivallcin laki^ filiire williin a ^tiort^ 
time (20-“fK) minuy*^).^ 

VL The Quantitative l^Mlniallon of Amhuetplnrii, 

and Eecep^oni. 

In special casi'^s, e.g. ihiririg the murm^ of in Inifiiiifiiiiiliofi, 
it is of consideralile value to liotniraiely fieleriitifie itfiiotint# of 
amboceptor and conij-ilemenl jirtwnl in the Wtiile nderriiii 

to the stiidk*s of v. iHingerri (p. 311), Ilitlkrli Cle.)> lliirieiiffiili mr4 
SaeliB (pp. 220 and 2a0, we should like t«i etiiiiliinii^e lliiil, in gnieriih 
in determining the amount of critnpleffieiil it m l«i titakt 

^ Btc p^i 13. 

® See ,piip ISI et w<|. 

^Aecord'ing to tlia tmmmhm irf Kowchuti ftmi Moi^pnmili (mm fifi. 
et mi.) the hajimilytk »ulj«taa^ af oifw mimHm mm 
they are mi dwtioyedl #v#n hy mmml ihmm # 

sulMtiyace m 

TfmmoUOrik, if it h reiwtered inert by iwntlnx to SS’ ST C*.; 

ThmmrnbU, if it wlthetand* besting to SC* or over l»«i k fW{«^ by 

if it hoili^ m 100^ C* 

In ipwW In nrdl«r to etill mmm t^iy 
om ma add twaperatwe and duimtinii of m m Iwfe. 




:ill 

t*Aff i|fi«*rfiiiii:iiiy*r4'^ itiiiii«%v, m,rrir«l init miili ttn* 
llu^r f4 llir Iiliaf'f %%it}| || }j||f|| |||i|lli|4r tif |||I» ItJlirir, 

I1i«* l«*r |.»<fiiri^Iiirr rfiii ftniiitl in thr jitiiiiy *»li tJii^ 

itiiin*'* till til f4 iiliiUirrj*l«ir. r«fiij4t''liii*'lil , niitl iililimfti*. 

fijriiirsil (| 

S* fiir tj,r t4 l}it^ rif iifiiii*fri*|itiir in riirii'rrfir*|^ 

f!#ift Mroir4ii4|* ti-* itiiiiiliir j^rmrijilr^n immlly in ftiiili n 

liny tisi'it im*- iiitl* fiii *4 rf»iii|4*»fiirril . A rrriiiiii fliffi- 

riilly |4’4 riirf»iiiili'fi'«;| It! tlif* f»rl Ihm. lti«» iifiifiiifit Ilf rfi|ii|»lrliiriii 
r«ifitiiifn**l III ih*^ H-rttiiii, r fail4iil mmttth viiniil4r. It m tlirrr-* 
ftirr slmiiy'fi tm'-mmty, n# *»r4rf t*» n^rhitir ihm di's-tnrlnng fiitinr, in 
lirfi-l t|ir |irin'iilil»|C Vfillir rif t}ir rt iff i| 

tii?ir4g .a fif tfn* ifiitiitinr f^rrnin in m n !iiuu4iml 

WPIfll. I'tifrcily aflrf U'ml l*y mtiirli t}ir mmmtil «4 nttuplrumil 
in nirit'ily thr ir|tififititiiii%'-r i»f innlitirrjiitir m 

I til* rirn' wf'tiiiii 9nm% »ifi*lr riii}4rti. 

It |,fi llJ.wi Imil !#» tin* f<f rr*'^n}4nf 

ill till’* ri*«l fiiimnft-* *4 tlm «'4 

Erlilirti »ll«i 72 I flrfiirift* 

ftlliti*«| ll^nl llii^ rnf^iirily #4 fmi tiiriw t#l ttfl 

fl«*'i.frr„ IVintr m ttmuy riiftilntwiiriiwi lint I4n«*«l-ri4k 
wftilsifir »illi |4 |a| llinl iiffiniifil iif m4iii*li iitl III** iiilili* 

l.ififl nf mutmhh rrifii|4iittw'lit In llwnr rft|ini}r|r liill ftfifili#* 
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IP t!i*it *4 tm-filnr wliirfi wftilnilf** %llll lifin lltilnrrjitrir 

iltiil C^’r j4»gr 2/#ll 111** rwiiilnfiifif tif tliff t*r%4lir«ry|f^ jg 

f|rl#*riiiiiii^l ##f tlii^ titiil 
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COLLECTED STUDIES IN IMMUNITY. 


Finally, in studying the complements of a serum it is often of 
considerable importance to determine their plurality. The methods 
leading to a differentiation of the separate complements have been 
described in detail in a number of i^laces, so that we can here con- 
tent ourselves by referring to the studies of Ehrlich and Morgenroth 
(pages 11-56, 110), of Ehrlich and Sachs (page 195), and of Marshall 
and Morgenroth (page 222). 

VII. The Study of Antihsemolytic Actions. 

The subject of antihaemolytic functions, which has only recently 
been carefully worked up, has attained considerable importance 
for the comprehension of the mechanism of hsemolysins. Although 
at the present time the study of the influences inhibiting haemolysis 
is not at all complete, it is possible at least to indicate certain gen- 
eral principles. 

We shall begin with the simple hsemotoxins, which are character- 
ized by a cytophile haptophore group and a zymotoxic group. 
(Analogous to these are the haemagglutinins, also characterized by 
a cytophile haptophore group and an agglutinating group.) If we 
analyze the action of these haemotoxins, we see that this can be inhib- 
ited in two ways: 

(1) By means of an antibody which fits into the haptophore 
group and so deflects this from the receptor of the cell. 

(2) By means of substances which are capable of occupying 
the receptor of the blood-cell and so block this for the entrance of 
the hsemo toxin. 

So far as the first group is concerned, such antibodies are well 
known for a large number of blood poisons. We need only call to 
mind the antihsemolysins, such as anticrotin, antitetanolysin, anti- 
staphylolysin, antibodies against the haemolytic venoms of snakes, 
spiders, and toads. Besides these there are the antiagglutinins, such 
as antiricin, antiabrin, anticrotin. These substances can be produced 
as antitoxins by means of immunization, but they also occur in 
normal serum, as, for example, antitetanolysin in horse serum (Ehrlich), 
a^itistaphylolysin in serum from goats, man, and horse (M. Neisser 
and Wechsberg). 

The second method of inhibition is effected by substances which 
occupy the receptors of the cells. Hence these must be substances 
which possess the same haptophore group as the haemotoxins them- 
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the antihody belongs to this group as follows: The red blood-cells 

are treated with a just neutral mixture of hsemo toxin and antibody 

and then centrifuged. If there was a true deflection of the poison, ' 

these cells must now behave exactly like fresh blood-cells; above 

all they must still possess exactly the original binding capacity for 

the haemotoxin. 

In contrast to this behavior, the disturbance caused by trans- -u 

formation products of the haemolysin itself manifests itself even \ 

in experiments made only with blood-cells and the toxic substance. ; j 

The experimental series has an irregular course analogous to Shiga^s 
experiments with agglutinins. For example, if increasing amounts I 

of agglutinating serum which has previously been heated are added j 

to dysentery bacilli, one can observe that the test-tubes containing | 

the largest amount of agglutinins show no agglutination; and that 
agglutination shows itself only in the tubes containing smaller amounts 
and disappears again with still smaller quantities. 

In order to show that in this case there is no real occupation f 

of the receptors by the proagglutinoid, one tests the behavior of the I' 

centrifuged bacteria. These are suspended in salt solution, and p 

again mixed with what is otherwise an effective dose of agglutinin. | 

They are no longer agglutinated because the agglutinin cannot com- ^ 

bine with the blocked receptors. We do not doubt at all that this j| 

phenomenon will also be found in hsemagglutinins. || 

The conditions are far more complicated with the complex hae- | 

molysins, the possibilities for the inhibitory mechanism being more 
numerous. It may, therefore, be well to aid our analysis by means 
of a diagram (see opposite). 

The diagram refers to experiments made with mixtures which f 

do not by themselves dissolve blood-cells, and whose composition 
must first be accurately determined quantitatively. One next devises 
a hsemolytic combination in which amboceptor and complement are 
present in exact equivalence and determines the amount of the anti- 
body in question which will just inhibit the action of this combina- 
tion. By means of this exactly balanced mixture experiments by 
the centrifuge method are made both with the sediments and 
with the decanted portions as shown in the diagram.^ 

‘ This method refers to cases I, III, and IV of the scheme, while case 11 
refers to an experiment made ■with ordinary complementoid serum obtained by 
heating. 
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COr.LKC'rKl) HT!4)IKH IS I\IMr‘MTV. 


In Btuclying the Hedimc’iifB the* i:^ iilmay;- fh*-:*- 

have taken up ainboeefU.nr or rif4. Thi^ U iipin! 
by the addition of roinphaneriL Tlib prim-dnrt^ Lo'ijd 

be sup|)lemente'fd by the nnire diffietilt and 
of tliC binding power of th<^ {>lood-i*ollB hir nmily odd*'d 
In this eane^ of eoiirse, a parallel with lintrealed int ■ 

nishes the basis for eoinpiirison. Ah a role e\|«ttiii«i4!..H a? npid^'iutr 
banperaturcH sufliee; only in ease II is ii viiriiiipin of 
retpiired. 

In ease I the eoniplemeiit is df*{h*efr*<! by iiieiiiis of an iiiitiri*iii|i|r^* 
merit. One niust take into c'r>fisidt*rafioii ImiIIi finfnrn! fiiitiri»ii|. 
plernentH and those ariifieially prcHlnwi by mmmmmtixm ; furtlet* 
more, att<,*ntion nniHi be paid to sifiiilnrly iieting wf tlie 

amboeeptors, the amboeeptors, whose roiiiji|i^iiir|itr*p}:j}|f* ^troii|i 
been pre^servedd Hie Isdiavior of the iiinlaot^i^jiifodH. m 

those cases in whieli the affinity of the roinpliitniif^fpbiir frteifi of 
tliese ainlK>eeptoit.]H lina iiiereiisi««b ^vil! m no may 4ilbt' Irfiiii 

tliat of the antif'ornplermmts. Finally we nmni rni4f*rfi}.rf-‘f ll-iiil tlie 
■.aml>oe(.!|)tors c*an act in ii way liki* aiitieoiiipleinrtiis m ii r«'^oil «f 
the defl(ic4ion of eomplcanenfs by of iiiiiUirepitir, ii j■»l|e||f 4 llrf|Cl|| 

first diiscribc.*d by Neisser lual WeebslnTg {mm jiaie FJI), In tlial 
ease, of course, ifie dec'antisl fluid eoiitiuns the nf ainfiorrjitfirii 

and the eom|ilement lioimd to the mm*\ 

II. In case II the eomplenientophile grouji of the aiiif4«ofi»pior in 
Idoekefl. Here %ve must first consider thi? arlion of 

(see Flhrlicli and Sachs, jiage 2t)!l|*iillh«ii,igli,iimirdiiig to citir 
-exjKTiencim, these only sidtlom i*ouie into piny in the foimt* 

tion of conipleiiienioltl, then:* is usiiiilly it tirrrmm- of iiiUnit y, 

III. The tliird isissibilify is the iiclion iif nnlinitilsirefilof^ wlirli 

fit into the cytopliile groii|t of the iiinisirrpitirs. Iliey may l#‘t 
prment normally or prmlticisl artifieifilly by ifiiitiiifiiuaiion from 
ft th^retieaJ, stAncl{M*drit Umm iirr to U- eb-tiiilsrti 

with the receptors of Ilia cells into wlildi flie fit * 

thruit-off receptors priwnt in liohitbn will act m aiitsiitfilpirryiwf-# ? 
According fo recent invt^tigalions the si^ritifi mmntHt mmk** 


‘ Wecdiilierg, WIemir kliii. W<a*li#i»4n li^, No. 2a | K. N#Wr mml I #^l»- 
fflamii, IlerL kiln. Wi«4itn»i4ir, I §112, Ko. 2§. 

» Moiftiirotli, piift 241; P, Mali^, IW 

Mo. 32. 
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If* ;ifi'¥ |•lll!'l|«“■l||ilr it iH riwwiiuy i*i flrtmisiiir ii|ii**}i 

tif fiii*‘»ir .'ll! it urrp^^unny ft* tPUwtu\**^v I fail 

l|,,|r Ifil4ll<|h*'»t| |ir«'«| n**l 1^" 4il«’ tfl II H|^'r|fir l»|lpf||i|-y lii|| tjilll 

it fiiji% I*** r^|ii:?r«i by «if bii®IC l*i*'l4 mr bin i** rlii.fii'tr4 

,gi4iil*f I||i4»*f' t lif tii H r 

J'«r if tls»* *4 iMi4 

|l«it f.?i|r Ifliir-i*- .fit biw 'Jit t,»r il I*f t l^r |i*ii!f*|| i#f |t|i|t 

ll'sir iiri|i.»fi *4 r#i|ii|sir|i'irtit tiir .|iis«'|ii«fr'4 *»r 

III i|ir r#|| rr'rrj.4ir*r , n mr- IH*'* ft^^^iill nf null* 

‘iriirlir^' Ilfl4 fi«»t *4 ir f | fiiltnl r#|.«V iff 

ftiiy rM.m* ti* 4rri«|r- *i,i|4$r|| lafi*| f*| ifibit»ititiii m In 

I fir Iif ii^ili .filiaj nf f|»>tn-ili«f|| tif IIiip ♦tll|.af|||iri'*?i lit t|l|#^l|iitl 

fiiir III Ibi^ )(lirrrt ff iiifliirfir#'^ riiti l« 

r\rlu4r^l il m lint liy ii Ingirai iiji|4l«mt-i»>ii rif ll$ii rrtiiriftitill 

iriffbwl f*i iitiilrf liriitN In I lit* 

Xuintnlh^ r%mm, tm%y f^mw In* r«:iii#lijiif^|, Tf#iw, f*ir 
i Um4 fupdmii ntmilUmmmdf n.ii I in in if tirifiriit* iiisfi:fttiilifirr|itinr 

iff 4«’ltirfil ;iii4 |#rrr«*iti|4«''l)irtit*iiii. Afltlftlfitnw^t^littsf Hfiti 

I <f||i |4r|iir|il |||l*l III llfir willl 11*11 I'llfl lift 

r%f 'Miirr l|f*’%' liinltiiilly rtrli iiflirf, 

,%lsfil!i,t"t iiii|#ifliinl jiiJiiif mliirfi firm n lit** rrrninilififi 

«4 mh'm* »«*l.iv»filtil|ly b }#y tlif* 

ri 11 * 11 1< :iiirf»i|« itf i»lttir*iiii|i|#fltriit Inif fllP t^'^|»^r'ltfi^tif.ifl 

}i 1^, #i| In IrntI ill llir irttiilPirf* 

y%U* »l4*4i rniiir liin %Vi* Imijw., ilntl 

till /«**! li/niiiiii Irn^ }mw tlm fntitlrttinnifitl 

f4 41iriitf4» Hfin«r|tiiii Hi^ry Wifc# # i^kjiintlir ^ftuly nf 
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By ProfoHHor M. Nkiwmi, t>f ilw t not ti ini'. 

In order to nieamjre tlie Imrierifidal jiwvi-r of « m-mm or of 
scnim mixture hy inefuiH of ii teHMulK' the m« tl»o«| 
(Ncinstir, Jtuchner) in H(il! tlie Kiifi-Kt. Only in jijii'i Hil «•».*«•» ran one 
ohtttiii uw'ful eotaimnitive rewdla hy «fhi*r infllio*l»i (olwri. in^ 
hanging ilroim for the on.'a’t of Knintiiiir degeneration, l£ |‘feiJ!.r 
or bioHco[)k! methtKl, M. Xeie>«'r find Wi'i’h'sla-rg lltif evm llie jdfiir 
method atprewnt i« euinlMTuonie and, what » of tnor»* ron««nienre, 
w not ajiplieahle in all enwa. It i.H not a f«'n.ii!ii.e ineihoil and motdy 
then uneful when nmrkiHl reaulta are to }«• exja*et«<f| f« ronMipienrf. 
of Htn>ng liaeterieidal lanvem, A« a nile anrh nMirk*'*! n-MiIia are 
only to lie attained with immune «eni and only ran ly with nnrnial 
sem. 

Ho far m immunizuthn w eonei'nwil it in ini)«M«ohtii In make 
general statements, and I shall (herefon* »»nly rile » few e^ampl,.#, 
'I'hus in the case of ehlorea vihrios n siiiKle siilieni«jiMiii» mirrifon 
of thtt'c dead agar eiilttm's into mhldta gives giasi re»nilt,s tU Iti'tffer 
and Marx2),fiad<K-saiso the intravenous injiTtion of extremely «m«ll 
quantities (Merbms, It. Pfeiffer^). Jti imrmmiuing agamst tyjihoiil, 
dogs and goats an* mtwt u«‘ful. In this ease a single inirrtioti of 
deiul eulturm (!«*« not wiITiee in nnler to obtain ii high.gmde Iso*, 
tericidal serum; tin the eontmry nqsiatisi injeetaiiw of Ining ml. 
turM ans nceessary. For ohtaining a wnim liaving strong ls*r. 
tericicial pro|H*rti<'s against Shiga s dysfinti'ty* I^ellli, hiirse# are well 
adapted; goats very mueh liw m; rslihits anil gMin«^.pigs an* very 

• Mlineh. nidi. Woeii«n«eh. IWIO, Xn, 37, 

•Zeitsehr. f. Hynisne, XXVII, !»««. 

•Deutsehe nssl, WoeiieiMeti. !9I)I. 
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ill-suited for this purpose. One should, of course, never forget 
to examine the normal serum for bactericidal powers previous to 
immunization. 

With a great many bacteria it has not yet been possible to pro- 
duce a serum bactericidal in vitro. Thus our experiments in this 
•direction extending over many years were unsuccessful with staphy- 
lococcus pyogenes aureus (goat, rabbit) and with the diphtheria 
bacillus. Nor have we been able thus far to obtain bactericidal 
■effects in vitro from Susserin and other similar sera which are effective 
in animal tests. The reasons for this behavior are not yet clear, 
and they are therefore still being studied. 

Bordet and Gengou have devised a method (Annales de ITnstitut 
Pasteur 1901) by the aid of which a bactericidal interbody pro- 
duced by immunization can be recognized even in those cases in 
which plate experiments fail (e.g. erysipelas of swine). This method 
depends on the property, said to be possessed by bacteria to which 
interbody has been supplied, of combining also with hsemolytic com- 
plements. This loss of complement, which can be readily detected, 
shows that the bacteria have combined with a bactericidal inter- 
body. Without entering into the theoretical significance of this 
interesting experiment we shall content ourselves by saying that 
in several cases in which we tested bactericidal immune sera in this 
way we failed to obtain satisfactory results. The method does not 
seem to us to be suited to a quantitative estimation of an immune 
serum. 

It need hardly be said that the first requisite for the success of 
bactericidal experiments is that all vessels, diluting fluids, as well 
as the sera employed be absolutely sterile. Great care is necessary, 
•especially in collecting the blood. The method described in the 
preceding chapter for bleeding rabbits and guinea-pigs is sufficient 
to obtain sterile blood. For collecting smaller quantities of blood 
from the ear vein of rabbits it is necessary to first cleanse the ear 
with 70% alcohol and then thrusting a short sterile hollow needle 
into a vein. In many cases, to be sure, the blood can also be col- 
lected by making a short incision across the marginal ear vein with 
a sterile scalpel, and then, by holding the animal properly, allowing 
the blood to flow out without running over the ear. 

In bleeding pigeons and chickens by decapitation one cannot 
always count on sterile serum; hence it is well to lay bare the vessels 
of the neck. For repeated bleeding of guinea-pigs one must also 
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c'ollcH't thc‘ IiIchhI clirptily fnmi «if fhr k :iv/i tt-. n t.** 

the* It in im nial!«‘r U* *»i-ilaiii vi-n- 

of Hl 4 ‘rilc‘ |)i|i:<‘c»n hlotni fvmn tin* u iim l^v lii:4 ihi* 

tho f(‘ath(‘rH, cliHiofoftlni^ lln* i^kiii \viih i%u4 thm 

touching tlio .skin an lidk* as poHHililr, 

For {mr|K»H(*H of rollciiing tho thi^ Fl*«»| J 

tx) HUml ovcrniglit (see iho rhaiUfU:-, *ir 1 a h,. .0, -f a 

Ht(*ril(* funnc‘l in ailmvoil to flow info a HO'riF lioftk- rooLiUi.i’r - -'iJr 
gluHH IkumIh Ht 4 »ol HljavingH. Th** FoiiF i-^ ihi'ii i ,?]4 

a cork (previously tiurn! olTi. tin* hhnnl th-iiht2imu nl I,-. -i /,i ,14% 
and tlnui centrifuged. As a ruh\ eontrifug'iiig do«^M I’Ur- 

H(»nuii, enpeeially if afterwards the iip|s-r kivi'r «4 Ihiei -.• .pis#UH -4 
ofT. For ahsfdtitcdy eertaiu sferihty the ii*ii 

of the Henan in to he preferred |o «iefihriniilioii mid fi-nfrihii'Ufe 
dlu! active Hi*ra usisl for f'oiiiplfunentiiig are f#i F#" iio|4*'er’«i ».# 
fresh iiH portHihle, in no eane inf»re fhiin Mr three * 4 d er^'ingri- 
ator), The imnnate whieii are lisanlly efrip!oy«’«l m ihr aia*ie. .r 
state, will kc*ep in the refrigerator fur a l«4iig tune Ivuii m 
how’C'*V(*r, a Iohh of j»oWf*r is iAm*TVi*i\, \u tin* riu^* of logh 
itninune Hi*ra tlie ad<tif,iriii of It.T , |ilieiml in lillrimiihie pfr;ftrtsii* 
tion. In tlie Hrniiil i|Uiuititif*s in rvlneli the seruiii m vne-d in r-%|«-r5-- 
merits (about 0.(11 ee.) this anionitl of pheiifd m wiiliwii i-fferi l"■lil4rr 
on tlie hi.icti*ria or on the roiiiideinerits, 

Before* ecnririieneiiig the projif^r it i-s io 

deti*rmiri(i wdiat linaiiiiit witvii give# the fiit'oriilile 

7 hm in riainy ex}a*rinie«iM it. mny U* of iiflvfininge in mh%mm mm 
Vmw of II oiie-iliiy liotiilhiri rtiltiiri% ivlif^reii# m"iili iinothrr |*iir* 
Umtxm iowirig ^/mm m ^]\mm kanfi of 11 orie-^lny figur riiloif«.’ mill 
give more uriifonri tmuhn. It m further to fr|#-iiirf|ly 

ecmvitiee timds «*If fhat Ihi* eontni! {date# regiiinriv n %iini*mnit 
good gmwth, for only whrnt lliiif m the mm* r#ifi tituhtrin 
expeekai For exiiniple, iiltfioiigli the hiirillti:«i «f fsof rliif»|i^fii g 
very well on ordiiifiry nhtti umr, the ttmlrol pkii“« fiiwv 
mofft irregularly. In fhat. mm* one mn make iinn* t$f glvri-rsiM^ 

Other haeterifi again do not tasar in flK?'; mil 

at all well; in that efii«r* one um taitiiflon nilitiri^ fipd 

the dilutions with laiiiilloti instead of with mil 1!«* diin* 

tiori iihoiilci always lie mmiagf^d m* that, the .«fnoitiif flniilh^ mmi* 1 % 

ftlmiit S-10 dKifm, for in .mming only I or 2 dnif^ 

lions in the nuititor of eokmies rtniy oreyr. In any $*mM% lifimr% rf, tim 
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‘I ,),.,< ,'*«->• ,vi' .'il.= ^ *'|f||4f * ’ *'4 iir»‘ O.** liftll* 

-<■■; 1'^ 4- *.•{* -^"’4 I 4 « t;lii 4s3|ii«’trr, I |jr rMtti»li *| »| *|-f ’• lift* 

frl3.:..''\ <'4 .’0-4 -i. 'i 8J |s.||r4 jfjf** fh«' !»ilnf-;.; 1| i-ii 

r.t'o; ,| «■ r- iar ?r<'v. 4' -I i|.?Uli=«^4 If t|,sr liir 1^3 -if Mil 

J:‘1:i’4 f*« 'v-f i. « ^ 3 0.-^* »»|*«-js I'mi' ii'la|4 li i»l iilli*', 

I'], ir'-.iji.p* ;’ts. r \i%u%m%u^.., thr' 

M 0. hl.,< fl-i'-nh afl4. *4 «'iryi':3r. 111 I lll\ :>|l||ir' 

l4,.aS0,i**i ^4 4;.«’ rsi^stisMl s»4 f''iiiiiiiiir4 
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ikSr v^-.4'’ >« *;•;: aS.- iarm *■4 f L«' ii|« L *4 :3r'||!.'|l |i t|;j*- !r"3f^- 

11... •> |^r0?.t«'4 **ui 1 l.-M' iiiiiiMilit Ilf 

t-** i0i.4 lhl*'4 ti* ;! *■<■■ iiith 

|4.i \ f "4 !l.sr«< 4f*«|w. *4 nrr ii44r*| 

hi « 41 I'J |l‘!«- 'i'4 ‘f I,at< tm Im- nf f #i||v‘i4.t”t ^ 

luf/jr iaJip- 4 ! l»# |■*.':||islt.*'r «|i;^Uitl»iti|.t i'lifl-j'lt f4 tliP 

1 «■ |l jit I |'||.|>lkr Its#*' lifitill %<!»|l|l||«'' i4 fflllil 

Ihr %n ilJl tfir I 4 : m44ttm*u «4 fi«ll«|.. ||ir«s |t » 

ift4|‘#4^ iii4! a *4 riifilf'ifl^, |iii||irl|%, n ri»|ilftil «f llii't 

niflliiir ii irsisiiil, llip #lrfilily ill IIip I'lui^lllllilll 

iiii 4 «rtii 4 *4 rn^'tnm mm4 ll^ifil, # wiilrril, iir ln^trr » 

#4 llirrtiUtifr mmn pUm tln* nrruttl tl'l mi ltl«rf|il^ 

|f»f 'III llr ifir»ii:» »4 iliw li»#'t rfii«ifii| t»ii 0 mm ulirifirr » f limiiiwliiiil#i 
rfitt'iplrftw'list I# |*ftwiil wf Iif4. |l glw'i It* llittl llir lniiiiti^ 
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Hhoulcl, and if a mluctam fif CrfUii iiii infiiiiir »tr 

many thouHandH U> 0 or very finv lia-H «irriirri*«i. 
tot can only th(*n rcgarcl(‘ii an liiivini^ n gi»4«l ri*#4ii|f if tli** Irmrt 
limitH of tlie ainonnt. <»f active .noniin tiuvi* \m*u rnirln'd, i.«v. , 
the lani platc^H again nhow an xnvnnm* m tlir ui 

A cerfain (it*gr(‘c* of control on Ilit* pliifr v%in*rmwtit^- i>- oliiiiifir"*l 
in Huit.ablo mnm by plariiig tho (fnaii iiliirli a frm dfop-t tirt» 

taken for nowiiig into platen) into ii llirriiio-Hijii nnil ob;*rr\}ii^^ liirin 
the next day. In thia nine flie enltnre rniitrob nlioii a \n%%itmtA 
growth, while in the other fent4iila*n, «lf'*|«’n*iifig on i}|o «4 

H(‘nun, either a growth %vil! laTiir or not. Thi^ 
ineni, of eourKe, will only then a result if the bnrietirniiil 

jK)wer of the Henirn wna large enough to kil! even I hi* Um^ gef in 
in thr^ eorrwfKiruling a|HTiiiiereH, Uni if *iii!y ii f«n%' getm# 

nnnain alive (in eon^eipienee, for i^\umph\ of $i re^etaiirr*i, 

it will l>e fotind tliiii the-ni* finv, after the luuieririiln! 
are iwed up, will again iniiltiidy enoriiiotely, lleiite ibr 

method cannot give reliiil4e rmnlin in !h'p irriii 

Jnir tfie mine reai*:on it in inii^ortiint. in iiialing }#|iite t« 

keep tlie tubei4 in thi* ilwrinmtnt for n rerliiiii liinr.. 

wluel'i rnuHt he det-erniiiii^l H*pariitely for *mrh biifieriiirri, for ii 

muHt Ih^ borne in mind tlint the killing of llie bartrnii t«- 

repremntiHl by a curve \vhiw* (lowjis^i, iiiirnliit' *4 

living gcTinH) mtnit la» approxifinitely if iniirkril iitr 

dc*Kir(*<L KiiliiT ^ide of thin j»oinl, ihm tl, tlir 

will be eorreH|»ondingly liw. Hniiiller ti«»HTver, iite motili- 

for all ex}a*rirtieiil:M, m m %v ronitiiler Itiiit 

tinntion, iilthcHigh it hm mf little ifirerily to *ifi wiili ktrirrirel^i 
aeticHi, i?i alwi alile to eauiie n «|fTreii.m* in llit^ iiiitiili#:"? of rtil##f$i#*nt #*11 
a plate and thiw i^imiilale a ilweiiite in the tiiiirilMT nf geftii* 
ii one of the nmmnm tvliy the riintml ttorrilir^i aiiove mjf}i ifiiirtni'iiifiil 
serum, in whieh, of rotim% the aggiiilinin p. utill priwfit, ii# mi* 
portant. 

After the frwh active iniiniine mmm bm Imwn m u$ st# 

Imeterieidal fmwer one pmmmk with the nf llir iwirtiv'e 

immune neninn plus wmpleniefil, Inarlivatioii m iti 

aceordiim^^ with the prineipk^ laid flomifi In the prrrwliiii rbapirr 
For complement one eliociif* fini the norfiittt ^Tiini f*f ihr 
from which the immum nenim k derived. A prelifiiifittrv trinl «dl 
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employed without causing bactericidal action by the normal serum 
itself. 

The dose of complement should be such that the plate containing 
only complement and the culture differs very little from the control 
of the culture sowing alone. Too large a quantity of complement 
should be avoided; certainly in no case should more than about 0.5 cc. 
complementing serum be used. The technique then is as follows: 
1.0, 0.3, 0.1, 0.03, 0.01 cc. of inactive immune serum are placed into 
a series of test-tubes; to each of these is then added the same amount 
of the complementing active normal serum (e.g. 0.3 cc.) and the 
bacterial culture. All of the tubes are then made up to the same 
amount (2 to 3 cc.) with physiological salt solution, and finally each 
tube receives three drops of bouillon. The controls in this case 
must be still more numerous. The sterility of each serum must be 
demonstrated, as well as the fact that the inactive immune serum by 
itself and the active normal serum by itself are inert. 

The result of such an experiment is usually startling at first sight 
because the plates which had the largest amounts of immune serum 
show the largest number of colonies. One must therefore always 
bear in mind the deflection of complements in consequence of an 
excess of immune body. The paradoxical results caused by this 
deflection of complement is seen not only in the plates but also in 
the test-tube experiment. The various ways in which the comple- 
ment is deflected from its destination have already been discussed 
in a previous chapter. In bactericidal experiments the deflection 
caused by an excess of the amboceptors produced by immunization 
is especially important. In a mixture of bacteria, complements, and 
large amounts of amboceptor, the complement is bound not only by 
the amboceptors anchored to the bacteria but also in large measure 
by “ free amboceptors which are not anchored to bacteria. A 
portion of the anchored amboceptor therefore finds no complement 
at its disposal and is, therefore, unable to exert any bactericidal 
action. In this way there arises a relative lack of complement. 
This can occur especially if part of the amboceptors has become 
changed into an amboceptoid with increased affinity (Wechsberg,i 
E. Neisser and Friedemann^). In bactericidal experiments, how- 
ever, the cooperation of the amboceptoids has not yet been proved. 

The completion of amboceptors can be disturbed in another way. 


^ Wiener klin. Wochensch. 1902. 


^ Berl. klin. Wochensch. 1902. 
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ThiH coinpk‘inc‘nt-iiiv«*rtiri|^ ni ^ r.iui ^4 

thc‘ H|KHn(‘S in ion, and whirh hau’ nut. f 4 

through innauni/.at ion. may In* iiroM'ni or may i»r t 

inactivation (normal anticninplciiionm. Hir -^in^ 

arises, nana‘ly, whclhcr one dealing ^uth a delh'i'imr *4' n../. 

wa/ S(‘rum or with om* prodiieeil hy unmuui^^ilum, ran 
ho (l(‘cid(*ci I)y the previous invent igatifjfi of the iiurmal *? 

animal in (|Uc‘sliom as well a?^ hy «’oin|iarisoii with wni-ral otlirr 
mal H(*ra of tlti* same s|»eeies 

In all of these cases, however, the |ilalf’s %%ifii the hiriO'^d. 
of immune serum will slanv the least haefi^rieidal je-tjoi*. i r- . 
largest mnnher of etdoriies. I'rom tluH if follows that ■*nw •-??' 
in judging the haefericaJal power of a serum if «»nly largi'r -Jiii40t3i:it:n: 
of immune serum are used for the hiietericidid test I «u. ii d'l.. 

Thus in the liegitming we overI«a4i«'«l the liigli hipUrt'iridiil 
of a dysentery st*riim (Sliign'K for this lieeiiiiie only 

wa eni|iloy<*d doses of Clil2o iiitiiiufii* s«*ruin iiiid still les^.. 

Hie tlefleetion of eoirij den lent Jtisf. ttmttmtmh hy iiir*,jti:i.s of mrsl.^e 
eeptors prt)duec»d l>y iintiiiiniiOitioii for hy iiiiilKireploidHi, 
of artoihe^r inetJiod of testing liy %%diieli nlso fin* si-rtiiii run 1.#" 
to be* a Hpeadfic* immune Frir tliis juiriiosi*^ tmr nn artii e 

normal He‘nun !»act<*rictclal in itself or a *4 

»c‘rum ami a cornpliunent. By rneiirr^ of m preliiiiiiniry 11*^1 
clet,ermines the ameiunt of sermii or mrntm niiicfsirr riiitipl^'-lely 

kills the! aimmrit of e*iilf.iire mmtt. lo surli ii ilofti’ t*l .m^rntii iir 
serum mi.ttiire! (Iiiicterieddiil in itsidf) tierren-sifig of in.- 

aetive immune m*riim are iiddi*tl. when it wall tistiiilly |.<f* foiiiiil tfial 
the phenomenon of defleetion of e^ompleinenl iigiiiii 'lliii 

manif<:*8t« Itsolf liy tlie fuel lliiil the filiifpii wiili the Inrgi-r aiiioiiiit# 
of immune «"nirii «ltow a larger of rolfuiir.**, the tniiiilip^r of 

thimi deereiming in proiiortion with the ariifiiiiil- of mmmim 
ad-dal 

In order to irtteri-ind llto rmiltn of the filat** rorre^^fjf if 
m fimt neeeitfiary to In* mire whether one Ik with a nofifiiilly 

prcw'xisting defleetifig laaly or with mu* ppwjiiri^l l»y iiiiftpioi^iiiifiit 
(mm iilKn^d* By mtmm of ronihining exjierifiiefil.^ it iilwi 

\m hIiow’Ii whether the «Ieflc*rtkifi ifi eaiii«il tiy »iiibM*ejil«iris uf itiobi- 
eeptoab* It w not tJiffieiilt, by hifidiiig tfierii to the rorre*f^iii#li?it 
baeferia^ t^o reiiiove tlio amlMif*e|itoni by itiiiinifn^itififi, 

In mofit mmm the addition of a iraultwo? ttnamnl «f mm*- 
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their correctness, but on the basis of further experiments made by 
Marie, Metchnikoff was led to another interpretation of the results. 
Marie found that when poison and brain substance were injected 
separately, even large amounts of brain substance did not exert 
any protection. Metchnikoff, therefore, did not believe in any neu- 
tralization of poison by the brain substanc in vitro. He saw the 
cause of the apparent neutralization in mixtures of tetanus poison 
and brain substance in the leucocyte-attracting power of the brain 
substance injected with the poison. According to him the leuco- 
cytes were the agents which destroyed the poison, and the brain 
substance only the means for attracting these. 

It is hardly within my province to subject these experiments 
to a thorough criticism; that must be left to those directly interested. 
I should, however, like to mention two points which appear to me 
not to be sufficiently regarded. First, it must be remembered that 
with a dissolved antitoxin the success in neutralization on mixing 
antitoxin and poison in vitro is considerably higher than the thera- 
peutic success which the same dose attains in an animal. In the 
above experiments there is added to this the fact that we are not 
dealing with a dissolved antitoxin. On the contrary, the poison- 
neutralizing power is exerted by a mass which, from experience, we 
know is absorbed with great difficulty. 

Subsequently v. Behring, as a result of his combining experi- 
ments with brain substance, expressed doubts as to the correctness 
of Wassermann^s explanation, without, however, positively taking 
either one side or the other. Basing his reasons on the experiments 
of Kitashima, v. Behring^ stated his views as follows: 

“ If an emulsion of fresh brain substance from a guinea-pig is 
mixed with a certain dose of tetanus poison, a dose whose power is 
exactly known, it will be found that with small amounts the poison 
will completely lose its poisonous property; with larger amounts 
there is a distinct decrease of this property. One would now sup- 
pose that large amounts of poison, whose poisonous property has 
been decreased by means of brain emulsion, would require less anti- 
toxin for their neutralization than before the addition of the brain 
emulsion. But this is by no means always the case. In the experi- 
ment — 


' V. Behring, Allgemeine Therapie der Infections-Krankheiten, Part I, 
p. 1033. 
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COLLECTED STUDIES IN IMMUNITY. 


The Material Employed, and its Preparation. 

In these experiments a great deal depends on the manner in which 
the brain emulsion is prepared. We shall therefore again describe 
the method in detail, although Wassermann and Takaki did so when 
they reported their experiments. 

Each guinea-pig brain was thoroughly mixed with 10 cc. 0.85% 
salt solution. In order to obtain uniform and good results it is neces- 
sary that the emulsion be as fine as possible. For this purpose the 
brain substance was crushed and the salt solution added, at first drop 
by drop, until a fine uniform emulsion resulted. It is well instead of 
using a mortar to use conical glasses, such as are employed at the 
Rabies Inoculation Stations for preparing the fine cord emulsions for 
injections. These conical glasses are about 10 cm. high and taper 
not to a point, but to a hemispherical surface into which a ground- 
glass pestle fits. ^ This very fine emulsion is then forced through 
Herzberg funnels, such as are used in testing paper. If the emulsion 
is forced through the finest of these, fitted with wire-gauze with the 
smallest mesh obtainable, it will be found that the emulsion is actually 
free from macroscopically coarse particles. 

The poison I employed was a tetanus toxin preserved in the 
institute for diagnostic purposes. This poison, I may add, owing 
to the special method of preparation, differed from Behring's test 
poisons (at least from those which can be obtained in the market) 
in being free from spores. This fact may perhaps not be without 
significance, for, under the conditions which here obtain, a development 
of the spores with consequent production of poison in the animal can- 
not be denied offhand. 

This possibility must surely often be counted on. It was for this 
reason that Ehrlich long ago allowed only such tetanus poisons as 
were freed as much as possible from spores to be used for testing, 
and for exact experimental studies. I shall soon publish an account 
of the peculiarities of the procedure used in this institute for obtaining 
such poisons, and also describe a method for preserving tetanus poison 
permanently, which we have found very useful. 

The antitoxin used was also that preserved for testing purposes. 
1 grm, contains 100 A. E. Behring, 


* These can be obtained from F. and M. LautenschMger, Berlin, N. 
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Method^ op Making the Experiments. 

The method employed followed exactly in principle that em« 
ployed by Kitashima. A 1 to 400 dilution of the normal solution 
of the poison was prepared. To each cubic centimeter of this, which 
represents forty times the fatal dose for a mouse of 15 grm., the 
desired number of doses of brain emulsion, or of a 1:10 dilution of 
this emulsion was added, the fluid made up to 2.5 cc. by the addition 
of 0.85% NaCl solution, and the mixture thoroughly shaken. At 
the end of an hour 0.5 cc. of the dilutions of serum in question were 
added and after once more thoroughly shaking, ^-cc. doses of this 
mixture were injected subcutaneously into white mice weighing 15 grm. 
It may be mentioned that in the controls containing only brain and 
poison the procedure was exactly the same except that 0.5 cc. NaCl 
solution were added at the end of the hour instead of 0.5 cc. serum. 
The control containing only poison and serum was treated in exactly 
the same manner and was injected in the usual way after the anti- 
toxin had been allowed to act in the toxin for thirty minutes. It 
may be added that no appreciable difference was observed if the 
mixture of poison +brain-f-serum was injected directly after the 
addition of the serum or if the serum was allowed to act on the brain 
-k poison mixture for half an hour. 

Results oe the Experiments. 

My results, obtained from over two hundred experiments on 
mice, do not furnish the slightest ground for assuming that the phe- 
nomenon found by Kitashima is the rule. On the contrary, from 
my experiments I can positively conclude that there is always a 
summation of the poison-neutralizing action of the brain and anti- 
toxin; furthermore that there is never any interference with the 
’antitoxic action of the serum as a result of the previous action of 
the brain on the tetanus poison. This fact was constantly observed, 
no matter whether large or very small doses were employed. The 
series of tests with brain emulsions, as well as those with brain and 
poison alone without serum, do not, to be sure, proceed as smoothly 
as those with poison + serum; however, this is not at all surprising; 
on the contrary, it is quite natural that the particles suspended in 
the emulsion, even if they are very fine, cannot produce as uniform 
effects as a solution of antitoxin. 
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All of these experiments show that the mice which received only 
toxin and brain died, whereas additions of antitoxin as did not by 
themselves suffice to neutralize the dose of poison were able to save 
the animals which received the doses of brain emulsion. Hence 
the action of the brain doses (which by themselves do not protect) 
adds itself to that of non-protecting doses of antitoxin and so forms 
a protective dose. 


Risumi. 

1. The neutralizing effect possessed by guinea-pig brain on tetanus 
toxin is supplemented by that of antitoxin when these are allowed to 
act on the poison in vitro. 

2. From this one can conclude that this neutralizing effect of guinea- 
pig brain on tetanus toxin and that of the antitoxin can be regarded 
as equivalent properties. 


XXXII. THE PROTECTIVE SUBSTANCES OF THE 

BLOOD.i 


By Professor Dr. P. Ehrlich. 

More than ten years have passed since the studies of Fliigge 
and of Buchner and of their pupils directed attention to the bac- 
tericidal substances present in normal blood serum and their rela- 
tion to natural immunity. Buchner especially assumed -that the 
serum of each animal species contained a simple definite protective 
body, the alexin, which was able to kill off foreign cells, especially 
bacteria and the blood-cells of other species; that this acts some- 
what after the manner of a proteolytic ferment and leaves the cell 
elements of its own species unscathed. The recent development 
of the doctrine of immunity, inaugurated by v. Behring^s discovery 
of antitoxin, has also shed considerable light on the nature of pro- 
tective bodies preformed normally, so that it now seems advisable 
to subject the mutual relations existing between these to a closer 
analysis. 

There can hardly be any doubt that, in accordance with the 
principle enunciated by Virchow for the relation existing between 
cell physiology and cell pathology, the normal protective substances, 
are subject to the same developmental laws as the artificially pro- 
duced antitoxic and bactericidal substances. It is obvious that 
with the artificially produced protective substances, especially with 
the antitoxins, it will be far easier to gain an insight into the mechan- 
ism of their development, for in this case one possesses not only 
the exciting agent (as, for example, the toxin), but also the resulting 
specific product (the specific antitoxin), making it possible to study 
their mutual chemical relations. 


^ Address delivered in the general session of the 73d Congress of German 
Naturalists and Physicians, Hamburg, Sept. 25, 1901. (Reprinted from the 
Deutsche med. Wochenschrift 1901, Nos. 51 and 52.) 
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This, however, is not possible in the case of the substances natu- 
rally present, and, considering the complicated chemistry of the 
living organism, we shall probably long continue to be ignorant 
of the substances which act as the physiological excitants. 

Hence it is not a mere coincidence that the attempt to formu- 
late a theory for the development of the protective substances suc- 
ceeded first ^ in connection with those artificially produced. This is 
now well known as the side-chain or receptor theory. According 
to my view this theory is also of the highest significance for the con- 
ception of the nature of the alexins. I shall, however, first outline 
my views on this subject as they are applied to the formation of 
antitoxin, as this is comparatively the simplest to study. 

There were, as you all know, chiefly two views concerning the 
formation of antitoxin, namely, the hypothetical metamorphosis of 
toxin into antitoxin, and the secretion theory, which approaches 
somewhat the side-chain standpoint. The former was based on 
the observation that the antitoxin excited by a certain toxin acts 
only against just this toxin and against no other. This specific 
action is such a conspicuous phenomenon that it was at first believed 
that the intimate relation of toxin to antitoxin could only be explained 
by assuming the toxin itself to be the mother substance of the anti- 
toxin. So even to this day, Buchner maintains the view that the 
antitoxins and related substances do not correspond to preformed 
or even wholly newly formed constituents of the organism, but that 
they are non-poisonous transformation products of the substances 
introduced for purposes of immunization. In this case, therefore, 
the relationship of antibody to the substances exciting its produc- 
tion would be due to a simihrity of the two components. In other 
words, there would be no antagonism such as exists between acid and 
base, but an attraction of like to like, as is seen, for example, in poly- 
merization, in the attraction of crystallization, or in the structure 
of starch granules. 

Against this I should like to point out that this assumption can- 
not apply even from a purely chemical standpoint because the 
processes advanced as analogous occur in concentrated solutions, 
while neutralization of toxin and antitoxin takes place in extremely 
dilute solutions. 

The biological conditions, however, constitute the most serious 
objection to the assumption of a transformation of toxin into anti- 
toxin. First comes the enormous difference in quantity which may 
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There is one fact, however, by which the transformation hypothesis- 
is especially refuted, namely, that antitoxins can occur in the blood 
of normal individuals. Thus diphtheria antitoxin is found in the 
blood of horses in about 20-30% of the animals examined, although 
diphtheria infection is surely a rare exception with these animals. 
Horse serum furthermore contains antibodies against one of the poisons 
produced by tetanus bacilli, tetanolysin, but not against the tetanizing 
poison of the same bacilli, the tetanospasmin, although the immune 
serum artificially produced contains both antibodies. 

Just these observations, which can easily be extended, show that 
even the normal organism can produce true antitoxins without the 
intervention of the corresponding bacterial substances. Hence these 
antibodies cannot be transformation products of the poisons injected, 
but are products of normal cell activity. The explanation especially 
of these normal processes constitutes one of the chief points in the side- 
chain theory. 

This theory is based primarily on a thorough analysis of the 
relations between toxin and antitoxin. It was found, by means of 
test-tube experiments with ricin and related bodies which act on red 
blood-cells, that it was extremely probable that toxin and antitoxin 
act chemically directly on each other, forming a new innocuous com- 
bination. It was now necessary to study the neutralization of these 
two substances in all directions in great detail. For this purpose 1 
chose diphtheria toxin and antitoxin, because the guinea-pig organism, 
furnishes such a uniform test object for this poison that exact quan- 
titative determinations, such as are used in physics and chemistry,, 
are attainable in animal experiments. The limit of error in the titra- 
tion of diphtheria serum titrations is not more than 1%, surely an 
astonishing result if we consider that we are dealing with substances- 
which chemically as yet are entirely unknown. 

The results which I obtained in the earlier years of my investiga- 
tions were really very discouraging, for they seemed to present an 
insurmountable obstacle for the chemical conception. In chemical 
processes when two substances unite to form a third substance, 
in accordance with the laws of stoichiometry, we must insist that these 
components act on one another in definite equivalent proportions. 
In the action of diphtheria antitoxin or toxin, however, this law 
seemed to be utterly disregarded. Thus in twelve different toxic 
bouillons I first determined the quantity which was neutralized by a 
constant amount of antitoxin; in certain instances by the official 
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standard unit of antitoxin. The figures thus obtained, as was to be 
expected, varied greatly: in one case the antitoxin unit neutralized 
0.25 cc. toxic bouillon, in another case 1.5 cc. This is not in the least 
surprising, for it is wellhnown that the amount of poison given off by 
the bacteria to the medium depends on the strain of the bacilli, on 
the preparation of the bouillon, etc., so that strong poisons and weak 
poisons arise. But, assuming that the toxin molecule follows chemical 
laws in its union with antitoxin, it was to be expected that in the 
different poisons the amounts neutralized by 1 1.E. (Immun Emheit= 
Immune Unit), and designated as Lq, would contain equal amounts 
•of true poison, or in other words that the various poisons which differ 
in their Lq doses represent nothing more than more or less concentrated 
solutions of the same toxic substance. The amount of poison con- 
tained in a solution is measured in poison units, i.e., that amount of 
toxic bouillon which just suffices to kill a guinea-pig weighing 250 grm. 
in four days. Thus if in a certain poison A we find the amount neu- 
tralized by 1 antitoxic unit, i.e., the Lq dose, to be 1 cc., and if we 
further find that 0.01 cc. of the same poison suffices to kill a guinea-pig, 
we say that in this poison the Lq dose represents 100 poison units. 
In accordance with the law of equivalent proportions we should have 
expected that the Lq dose of the various poisons would contain the 
.same number of poison units. As a matter of fact, however, the result 
was quite the reverse, for we found that the number of poison units 
contained in Lq varied from a minimum of 10 units to a maximum 
•of 150. According to the view held at that time that the antitoxin 
was bound only by the toxin, this wide divergence from the laws of 
equivalence could not help but cause the assumption that the 
relations existing between these two opposing substances were other 
than purely chemical ones. 

Finaffy by employing a method of study which has proved of 
considerable value in scientific investigations, namejy, the genetic 
method, I succeeded in getting some light on this subject. Follow- 
ing this I subjected one and the same toxic bouillon to comparative 
tests at different times. I may be permitted to demonstrate this by 
means of a simple schematic example. In a freshly made poison 
we find that the quantity which is neutralized by 1 L E., in other 
words the Lq dose, amounts to 1 cc., and that this contains 100 poison 
units. If the same poison is examined at the end of about six months, 
it is found that the Lq dose is the same, but that this contains only 
^0, i.e., half the number of toxic doses. Tha.t is to say, the tosdc 
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J^ouillon still possesses the original neutralizing power but a weaker 
toxic action. Hence toxic action on an animal and combining power 
for antitoxin must be two different functions, the former remaining 
constant and the latter decreasing. 

If we regard these conditions from the chemical standpoint, we 
»hail see that they are most readily explained by assuming that the 
toxin molecule produced by the diphtheria bacilli contains two dif- 
f Cerent groups, of which one, termed the haptophore group, effects 
t he union with antitoxin, while the other, the toxophore group, 
iT'epresents the actual cause of the toxicity. These two groups also 
differ in their stability, for the toxophore group is vexy unstable^ 
the haptophore group far more stable. Modified poisons in which 
there has been a destruction of the toxophore group while the hap- 
tephore group has been preserved, and which have therefore com- 
l>letely lost their toxic action, are called 'toxoids.'' 

The presence of such toxoids fully explains the apparent devia- 
tions from the laws of equivalence which are observed in neutralizing 
tests with toxin and antitoxin. This furnishes new and, to my mind, 
incontrovertible proof for the chemical view of the process of neutral- 
ization. 

In diphtheria poison at least, for reasons into which I cannot 
Iiere enter, it seems that the affinity of the haptophore group of the 
toxoid molecule for the antitoxin is exactly the same as that of the 
unchanged toxin. This indicates that the two functionating groups 
of the toxin molecule possess a certain degree of independence. 1 
tmve tried further by means of refined investigating methods, such 
iiH p>artial neutralizations, to extend the views concerning the con- 
Mtitution of the poison molecule. My observations, so far as the 
facts are concerned, have been completely confirmed from various 
»oiirces. Mention should be made especially of the excellent study 
ot Madsen on diphtheria toxin and tetanus toxin, and of the inter- 
t-mtijig; experiments recently published by Jacoby on ricin and its 
toxoids. 

In studying the two groups of the poison molecule, we are con- 
c-erried not only with a satisfactory explanation for the process of 
f 3 <aitralization. The presence of these groups gives us an insight 
I M>th into the nature of the poisoning and the origin of the antitoxin. 

So far as this last point is concerned, two facts in particular 
indicate that the haptophore group takes a leading part in the 
immunity reaction in the organism, viz., (1) the observation that 
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These explanations will suffice to show that the term assimila- 
bility, as I employ it, is restricted somewhat more than is customary, 
for I reserve it exclusively for the specific nutritive substances of the 
living protoplasm. According to this view the process of cell assimila- 
tions is a synthetic one which presupposes the presence of two groups 
effecting the synthesis and having a strong chemical affinity for each 
other. 

Hence I assume that the living protoplasm possesses side-chains 
or receptors which possess a maximum chemical affinity for certain 
particular groups of the specific nutritive substances, and that they 
therefore anchor these substances to the cell. The receptor apparatus 
of the cells is highly complicated, the red blood-cell, for example, 
possessing perhaps a hundred different types of receptors. 

If this view is accepted and it is recalled that in the toxin mole- 
cule it is the haptophore group which effects the development of 
immunity, only a very small step is required in order to gain an 
insight into the nature of antitoxin formation. This is the very 
natural assumption that among the various receptors — perhaps by 
chance— the haptophore group of the toxin finds one which possesses 
an especial affinity for this haptophore group. It is not at all neces- 
sary that every bacterial toxin should find fitting, i.e. toxophile, 
receptors in every animal species. On the contrary just this absence 
of receptors constitutes one of the reasons why certain animal species 
are immune against certain particular poisons. Furthermore, all 
the facts indicate that the susceptibility, i.e. the receptiveness, of an 
organism for a certain toxin is associated with the presence of such 
toxophile groups of the protoplasm, a point which finds suitable 
expression in the term receptors. 

As a result of anchoring the toxin molecule by means of the 
haptophore group the cell is influenced in two directions. Primarily^ 
owing to the lasting influence of the toxophore group, it sickens, a 
condition which manifests itself by disturbed functions and possibly 
by pathological anatomical changes. Besides this, however, in a 
manner shortly to be discussed, a regenerative process is begun which 
can lead to the formation of antitoxin. Since this regenerative 
process can be excited by toxoids lacking the toxophore group, as 
well as by the toxins themselves, we must assume that it is inti- 
mately related to the haptophore group. Hence the two parallel 
processes, antitoxin production and toxic action, are independent in 
that they are caused by two different groups. In harmony with this 
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elements anchor the toxin even in a test-tube and neutralize the 
toxin just as does the antitoxin. If he added crushed fresh guinea- 
pig brain to tetanus toxin, he found that the brain substance anchored 
the toxin in such a manner that not only was the supernatant fluid 
robbed of its toxic action, but that the brain laden with tetanus 
toxin also exerted no toxic effect. From this we can conclude that 
a chemical union has taken place between constituents of the ganglion 
cells and the tetanus toxin. This combination is so firm that it is 
not broken up on being introduced into the animal body; as a result 
the toxin remains innocuous. 

That this is really a specific reaction and not, for instance, merely 
an absorption is shown by the fact that boiled brain, in which the 
chemical groups in question are destroyed, is just as little able to 
exert this action as the pulp of any other organ of the guinea-pig. 

In addition to this Ransom has shown that the brain of living 
animals possesses the same toxin-destroying power. In view of 
this it would appear that the objections made by Danysz, which 
refer to the divergent behavior of the decomposed brain pulp, possess 
no great significance. I will not deny the fact that the favorable 
result achieved in tetanus is evidently due only to the coincidence 
that the tetanophile receptors are present in large quantity in the 
brain. Such a coincidence, of course, need not obtain for every 
poison. If the organs endangered by the toxin contain only small 
quantities of toxin receptors it will be found that with what are, 
at best, very coarse experimental methods these receptors escape 
detection. This is the case, for example, with botulism toxin and 
diphtheria toxin. 

Such confusing chance occurrences can, however, be avoided 
with certainty if one employs poisons artificially produced, poisons 
which, owing to their mode of production, are directed against cer- 
tain particular kinds of cells. The haemolysins produced by injec- 
tions of blood, spermotoxins, and numerous other cytotoxins may 
serve as examples. In all of these cases it can positively be proved 
that the toxin is anchored by the susceptible cells in specific fashion. 

The second point concerns that premise of my theory which 
states that the same organs which possess a specific affinity for the 
poison molecule are able to produce antitoxin. In this connection 
the very neat experiments made by Romer on abrin immunization 
should be mentioned. As is well known, abrin, the toxalbumin of 
jequirity beans, is able to excite marked inflammation of the con- 
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liiffrrriit riiiilirrln'r^ fb.-^Ur.^. 

Hir iliipi fitiiiit pimppTtw tiir fhru^tiiigojfT of tlir Murphr^ rorriiiorH, 
A fnr itsiH- ttiru^t$rig-off thiii ihr rrrr|iiHr-=i in ijiir-ifitnu 

wliirli iirr rnirriiiiliy firiuiy attarhr*! to thr prot.o|4muiiiit iiiuli’riilr, 
iirrtiiiit* Immrtmh Iti m*\vm\ fiiifiriilili'* rmp^^ it Iiiih Uppu |feri^4lt!r 
Iff riiiifiriii Itib fumtnkitp i»f luy t1ir«iry r*xjw»riffMUitiilly, thuiigh In 
Ilf Miri* Itim" 4riil witli iiiiiuiiiiiiiitiitiii hy liiiiirriit iiiii! ntii wiili N*hi- 
hlf^ i*ff4ffrr iiinl Sfaric in whtiwiiig llifit- milli ii 

.Hiitiilily rriniiiirt«l rlwlrw ifiiliiiiiiisiiitiiiti il m |ci fiml n 

lif^rirwl Ml mkkh flit? Iilwnl m d%\\ fm* fruni 
iiiilifiiigii tin* iij#*rjfir utilml.ftiirm nitt Im iifwlriniwl 

fill* mmm hy rrti4iiri|| Ihinit ts|t milti wli milmmu 

Ifi my tifiiiiinii tliifi riiti tn* tint* iitily In rill r^tritf’lkiri ul rr*rrj-if#r« 
wliirli, HiiuT it m ju^t fprrviuiw It# itirir iirr mi!y 

Mtf/irliw! iti I hr nitilmilr^ 

Alifitwf with Ffrtifrr iitnl Ilir mump 

Ii}ifiiiii**ii by witli typliniil, iiii4 ilit^ hili.r 

r«»lififll4r4 lyr IlriilMrli* In all of 

fpprp^PUlM. thr dU* nf jirtwltirtkiii rif ihfw iiiif ikwlli*-. 
dmMnmrp nf thin rimiiimlafirr fur llir, ftrurrc. 

1#^ ii rnit hy Mrlrfinihuffn triir}iirs.ip, 

frw i^viifiifilt-^ %%1ll iiiillirr tu nficiw tlifit thr nhlforhnin fhrt#n- 

lu< inlh ^Umt4 ilir tif Ihiriiig tfir mmiv ypm^ of 

iiiv iif»ttvity 1 itut ttit-l u mn^p furl iilurii luu- 
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ImdiH.H tliin ihmry iiihI miuhi h* trinu^ it. i lunv. iln*. 

fcn’c*. n^gnn! th«* tlN»<»ry m w<‘Il m^l prmT^^l Ui 4i 

(lc‘tuil .HC‘V(*ral iin|KirtfHil iptm if 

"riic* .sitlc*-<‘ha}ii llHi»ry hi ihv ino-.i imininl H-r- 

and ifn^ * 1 ^4^444^ ants 
tinxiiL Fiirlhnnimri* lla* tlii^try tlir hmnntmiui* «4 Vu^ 

iinlitnxiiiH ficrfi'rlly rniH|#r<4ii4i'al»li\ Wlirii nijn-fi-d l\ 

inlf> lUiiriiiilM in thi* nMiiil iinifiiirr ihv n* y^r 

nrgiinH iHiHHPss^ing l<»xinf*|shiln (Htp^'r]4}l4r la'iyai* *’■* 

nif*anH c»f tlin rirt’iihtf ion. If, l'if»uinrr. ir,r'«i. ustF 

fr<n» tnxino|ihili* gmiipn in flu* ni t$prr 

tin* Hiniin and h» la* fmin ilii“ Hn'-N(rj»f iFIr i Fri, 

rini^ luw tlirH m I'lir ■uiinr-' ?;r3l»ni'inrr 

w!iic*h whnn in flm rnllf% h ii istri-rr^inn'if*" iiipI f4 t^r' 

hmnnes tlif* Ii«*nliiig iipiit wlirn in tFr 

In iny mind wn ar«* d«'‘iilirat a i*«iirriil 
wliirli i .*4 rinf. liniifnd U* tin* hvA ii|«| 4 i«r:' !«i n a! j.n;siay, if 

nnt l<» nil, jMnHiniiiiH I f<iih nt*’* tlir 

inj^ nf rnd lilniMj-mlF. UnUMitn I«mn4 iFnt IL*- k < i;4.r‘ 

ii|i wt[«ndii mvirin tn thiir id niid iir*-,. m n 

Hiihjrrind fci ihi* dtdfiiTimiH m'tmn id tl^r m-larrrn,;;' '«cri,4n 

mm, whiidi i'XitI- a pmU**^ihm nm$hM '^npniiri i^nmftnpiy^ 

pmtviiiiT pruprri^j it* I hr mum' r#iii..fr^ iniirirHy tlir pfmrtwr *»-*l ri^«4r-?v 

tnriri in I hr* Mnriiiin 

Idirf hiTfiinm the* tln^iry lit niin* tlir furl iFr 

rif fill iiiiniiirii/.f»«l mmtml mr Hiiijrri ni iF*- art|if4i $4 »Frii 

in mpttiu %vi 4 y flm iiiiinii id llir it| ii,^i‘: 1*. 

jimvi'iifi^l. 11 iii« limix llifit riiidiii^ iriiinniri/^-t'l i^gmP ^'4 

Mimm hnrmiif* inhmuml jsi^t ri»|«idly m il 11-*^ 

IrtfiriiiH jaiiMtii in IntniRlit dim^i miilt tFi* I 1*'$ 

itiriiiiH cif inlriirnrHirii! iii|«^ii«iii>*. furl i,-«. 4rU4mu4r4 hv. $m- 

tfiwiry, fnr, Jii4 $m in ifiifiiiitn4f*^l 

nil enmm nf Iniciiiiifiiiilf gr»iti|-w arifj mr llaif? ndlv 

afirlifir t.!w* fmimm mliirfi injiipr^- ll 4 «*iii.. It i4» 

fiiirl nf Itfrtsx tri i^ti|i|ifi,^^ lliiil iliif« r%iwtmmti il,»- 

rftitiii tJir^iry. Ilniix tfirniglil ilmi iw-riirdifii i*» mt 

iililn iiriiriiiiit. nf fiiifitfixiri Invl »rrt»rii 4 j|isii^-| ir# llf«- Ft-iiti 

tliiil tlii*ri«Firf* fill* irtniitmi-iw^i wiinial^ 

iffii'nnitif.y. ^Tliw* w riidtirfifly « m 

toxin.” Jn«t !w we r.iinn«4, lemi my «»#*, »f iir».», a li«liisi,i^.f«*|, 
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but restrict this term to such masses of iron which deflect the light- 
ning from a particular point, so we must restrict the term antitoxin 
to those toxinophile groups which circulate in the blood and thus 
deflect the poison from the susceptible organs. The toxinophile 
groups present in these susceptible organs are not toxin deflectors but 
toxin attractors. 

The theory also explains why the property of producing antitoxins 
is restricted to certain products of metabolism of living cells. All 
experiments to produce antibodies by means of chemically well de- 
fined toxic substances, such as morphine, strychnine, saponin, etc., 
have failed. 

If we bear in mind that the distribution of these substances in 
the organism takes place without chemical union and therefore with- 
out the intervention of receptors, the negative result of these experi- 
ments will not surprise us. The property of forming antitoxin is 
possessed only by such substances as possess a group able to unite 
with the side-chains or receptors which effect assimilation. It must 
be remembered that all the poisons which excite the production of 
antitoxin are highly complex products of animal and vegetable cells, 
which in their, chemical properties approach the true albumins and 
peptones. In 1897, by means of my theory, the i)roduction of anti- 
toxin and the binding of foodstuff were first brought into connec- 
tion. At that time nothing was known of the fact that even ordinary 
foodstuffs are capable of an analogous action. 1 have therefore been 
able to regard as an agreeable confirmation of my views the circum- 
stance that this consequence of my hypothesis has actually repeatedly 
been demonstrated within the past year, especially by Bordet. 

If animals are injected with milk, it is found that their serum 
gains the property of precipitating the milk in curds. This precipita- 
tion is also strictly specific, since numerous experiments show that 
the coagulating serum obtained by treatment with goat milk coag- 
ulates only goat milk, and not the milk of other species, as, for ex- 
ample, that of women or cows. 

The results are similar if animals are injected with other albumi- 
nous substances, e.g., with the sera of different species or with egg 
albumin. In this case in the serum of the animal there develop sub 
stances (termed coagulins or precipitins) which specifically precipitate 
the corresponding kind of albumin. 

Deviations from the law of specificity occur only in so far as the sera of 
closely related animal species contain substances more or less similar Thus 
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liipl *ii«i ii*»t ufiHi thi» lurtiiolyHiiiH \V(»ri» UHi»ti in the 

ill FL*t#*i» «if llii* liiM*u»ri(iIyHhm. 

lfii*iii*>ly?^iiiH art* |M»fiiliar wlFu'li di'Htrny rol !il<Kai-ri*lIi4. 

an* fniiial in part in obtain nnrninl H|H*rinH nf Hanitii, 
ill fiiirt limy ran l»r j#r<.wltiri*«i artilirially, an will !h» Hubm»qurntly 
€if*:MTi!ir«L III tiirir ftiMilafiirntal jirojmrtU’H thry rnrn*H|Kin<l cniiirrly 
tfi l.lir liiirti^riiilvHjriH* |inj 4 .m»HH thi* grant uclvnntnga nv(*r tlu* liitlrff 
in tliiil tliry rrjniily jiiTiiiil tlit* niiiilnyfurnt nl trHt-tniH* axparirnriit^ 
mlirrrtiv ilia imlividiiai vnrinliiliiy of tin* uniriml liody in rxrluclrd, 
itiid jilIo%v af’fiiriilr qtiaiif ilaf iva ilatarminnf ioiiH. 

i'lrlfiifiii nipl rartKiiia iliHrovrrrii rnruniH phiniotnoncin that 
till* m*mm *»f fiflar tliry had barn triaifrd with blooibrrllH of 

rai»bit>«, roiitjiifi'H lOilHlanwH %vliirh art‘ highly tcjxii' to ridibifn, iincl 
iihlv to ilir-Hr iifiiriilii-H, i'lordrt Mhowrd that tho vmm* of f.fiiH toxirity 
II ^iprrifjr !i;riiio|y.’'^sn fhmird agnint tho rabbit blood^odln, IIo 
•ftliowril flirt firr llial niirh hmiiioly.^iiij^, firriv«‘d by iiij«*c’iion of foroigit 
ti|*Mi«|»rrlb, Iiihi* llirir |iowrr to diHMolvo blood whim brnf.rd for half 
«ii hour llordrt fonii*! alHo that thr Inrrnolytir proporfy of 

iiiiirtivalrf.| w*rii in agani rr-^^lorod if rrrtnin normal i^orii am 
II11W iiiifiortiifit ob'Hrr^atioiiM hIiovvoI a roniplri«» analogy 
llim* filiriioitionii litid ilioHo ob^orvad witli bar to Holy mart l»y 
ilrjffrr, %lHrhmh*tl, iiiiil oi^jamially by Iiordi*t.< In Iho rrwoof biif'trri* 
fily^iiw it wm fciitf)*! Ifiiii wTiiin fri^silily drawai from a goiil iiiinitirnr4*tl 
rlioirra m afilo looffia*t milntiori of rholorii vilirimip iai,,. b» iiw 
ll:ir llriffrr roartitim A|i|inn*iif]y thin profM^rty diniipimiiiw 

mi$.$r$U%nnmdy if Ihit mmmt in iillfiwiHl lo iitaial; it dbiip|amr?i riipidly 
ti$r -mritm m bmti'il to MfC, Tlio rfiolc*rii M»rinii rotidorod 
$imi i'^y hmihm Um |«nvrr in tlir iitiitmil lardy mo 
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j^iit wofiiftn lilllifiiigli thr flo not by tlionwrlvoa nijiiro rliolrrn 
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to illustrate the action of the two components by means of a crude 
comparison, the action of gun and cartridge may be taken. The 
complement in itself is harmless, like a cartridge, whicn only acquires 
destructive power by being introduced into the gun. In like manner 
only by the exclusive mediation of the amboceptor is the injurious 
action of the complement called forth and transmitted to certain 
particular elements. 

In opposition to this conception Bordet maintains the view that 
complement and immune body do not combine as we believe, but 
that the entrance of the immune body into the cell substance exerts 
a specific injury to the latter, an injury which manifests itself by 
the fact that now the cells succumb to the action of the simple pro- 
tective substance present in blood serum, namely, Buchner^s “alexin/' 

In other words, by means of the immune substances the blood- 
cells are made susceptible, '‘sensitized," to the action of the alexin. 
In conformity with this Bordet terms our immune body or amboceptor 
the "substance sensibilatrice" and our complement the alexin. 

Although this view is also shared by Buchner, there are many 
reasons why I cannot accept it, especially in view of the observation 
made by M. Neisser and F. Wechsberg concerning the peculiar phe- 
nomenon of deflection of complement through an excess of immune 
body. To begin it is absolutely impossible to picture to one’s sell the 
nature of this sensitization. If Bordet believes that the sensitizer acts 
after the manner of a safety-key which, when introduced into a par- 
ticular lock, makes the introduction of a second key possible, I must 
say that I cannot understand this comparison. It can positively be 
proven that the red blood-cell possesses no complementophile groups, 
since neither in the normal state nor after death does it lay hold 
of complement. The living blood-cell, as well as that killed by 
heating, however, through the occupation with the immune body, 
acquires the property to anchor complement. It surely is much more 
natural to believe that the immune body itself, the amboceptor, is 
the carrier of the group which binds the complement, than to assume 
that new complementophile groups arise owing to the action of the 
sensitizer. Finally, one can conceive of such a process in a limng 
cell, one therefore capable of alteration, but in the case of dead cells 
which have been treated by heat or all sorts of chemicals, in the case 
of stabilized albumin as one might say, this assumption cannot be 
allowed. 

Bordet's assumption furthermore does not explain the fact that 
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an immune body derived from a particular species is most surely 
activated by the serum derived from the same species. From the 
standpoint of Bordet^s theory it would be most puzzling to under- 
stand why an anthrax immune body derived from a sheep should 
sensitize the bacilli against just the sheei3 alexin, one derived from a 
rabbit against just the rabbit alexin. From the standpoint of the 
amboceptor theory, however, such a phenomenon does not offer the 
least difficulty, since it is natural that the amboceptors circulating 
in every animal species are fitted to their own complements. 

I wish to mention still one more point which plays a great role 
in Bordet^s views. Bordet assumes that the alexin is a simple [ein- 
heitlich] substance, whereas I maintain that there is a plurality of 
complements. Some very interesting experiments have recently 
been published by Bordet which appeared to support the Unitarian 
view. 

He first determined that a certain serum, e.g. guinea-pig serum, 
was able to activate two different immune bodies, e.g., a cholera- 
immune body and a haemolytic immune body. To this guinea-pig 
serum Bordet added sensitized blood-cells, i.c., blood-cells eager 
to take up, and susceptible to complement. If now he waited until 
hsemolysis had begun, he found that the guinea-pig serum had lost 
its property to dissolve sensitized cholera vibrios. The same thing 
occurred if he reversed the experiment. 

Although it was easy to confirm the experiment of this distin- 
guished investigator, I found it impossible to accept Bordet's con- 
clusions. This experiment is only then positive proof for a simple 
alexin (in this case for the identity of bacteriolytic and haemolytic 
alexin) if it can be shown that the two immune bodies in question 
are acted on by only a single complementophile group and not by a 
plurality of such groups. Previous investigations, however, have 
shown that the immune sera artificially produced are not simple 
in character but are made up of a number of different amboceptors 
possessing different complementophile groups. 

Nevertheless I consider Bordet's experiments so important that I 
have once more had this question thoroughly studied by Dr. Sachs 
and Dr. Morgenroth. These gentlemen were able to estal)Iish 
positive proof for the existence of different complements. Dr. 
Sachs, for instance, studied these conditions in goat senim, employ- 
ing for the purpose five different combinations of immune body, 
each of which could be complemented by goat serun|. If goat serum 
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contained only a single complement, the course of the five series of 
tests should have been identical Avhen the complement was affected. 
It was found on the contrary that under the influence of digestion, 
for example, one completion remained intact, while four others dis- 
appeared. By means of absorption further analogous differences 
were manifested which made the assumption certain that in this case 
four different complements come into action. Since these results 
positively prove the existence of a plurality of complements I think 
it will be unnecessary here to bring forward additional evidence in 
support of this. 

A r4sum4 of these observations confirms my view that the mech- 
anism of haemolysis and bacteriolysis is most easily explained by 
the amboceptor theory. 

So far as the orgin of the two components which take part in 
this reaction are concerned there is not the least douV3t that they 
are of cellular origin. 

I assume that, in addition to the ordinary receptors which serve 
to take up relatively simple substances, the cells contain higher 
kinds of receptors designed to take up large-moleculed albuminous 
substances, as, for example, the contents of living cells. In this 
case, however, the fixation or anchoring of the molecule constitutes 
only a prerequisite for the cell's nutrition. Such a giant molecule 
in its natural state is useless for the nutrition of the cell and can 
be utilized only after it has been broken down into smaller constit- 
uents by fermentative processes. This will be accomplished most 
readily if the grasping group of the protoplasm is also the carrier 
of one or several fermentative groups which will immediately come 
into close relation with the molecule to be assimilated. It seems 
as though the economy of cell life finds it advantageous for the re- 
quired fermentative groups to come into action only temporarily, 
perhaps only in case of need. This purpose is effected most simply 
if the grasping group possesses another haptophore group which can 
anchor the ferment-like substances present in the serum, the comple- 
ments. Hence such a receptor of the higher order possesses two hapto-* 
phore groups of which one anchors the foodstuff, while the other is 
complementophile. It is obvious that when, as a result of immuniza- 
tion, such receptors reach the blood, they will exhibit the properties 
which we have found to belong to the receptor type. 

In regard to the second constituent, the complements, ^e shall 
not err if we regard these as simple cell secretions, designed to serve 
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internal metabolism. In accordance with, the conception of Metch- 
nikoff we must for the present believe that the leucocytes are pri- 
marily concerned in their production. 

From these points of view the organism's immunity reaction loses 
the mysterious character which it would have if the protective sub- 
stances artificially produced represented a constituent originally for- 
eign to the organism and to its physiological economy. 

But we have seen that immunity represents nothing more than 
a phase of the general physiology of nutrition, a view in which 1 
agree entirely with that distinguished investigator Metchnikofi. 
Phenomena entirely analogous to those of the formation of anti- 
bodies are constantly occurring in the economy of normal metabolism, 
in all kinds of cells in the organism the absorption of foodstuffs, or 
of products of intermediate metabolism, can lead to the formation or 
the thrusting-off of receptors. Considering the large number of organs 
and the manifold chemistry of their cells it need not be surprising 
that the blood, which is representative of all the tissues, contains 
an innumerable number of such thrust-off receptors. To these I 
have given the collective name of ^‘haptins.'^ Only in recent years, 
thanks to these very theoretical considerations, have we reached a 
point where we can get some idea of this enormous multiplicity. 

In addition to the true ferments and those ferment-like sub- 
stances, the complements, already mentioned, the blood normally 
oontains a number of substances which act specifically against cer- 
tain substances present in solution. 

Chief among these' I may mention the normal antitoxins, and as 
examples of these the diphtheria antitoxin and antitetanolysin of 
normal horse serum, the antistaphylotoxin of normal human serum, 
and the anticrotin of pig serum. Next come the antiferments, 
such as antirennin, antithrombase, anticynarase, and others. We 
also normally find substances which prevent the action of specific 
haemolysins and bacteriolysins, being directed in one case against 
the amboceptor, in another against the complement. For example^ 
in goat blood 1 discovered an antiamboceptor which was directed 
against a goat-blood haemolysin obtained in accordance with Bordet's 
procedure. In the blood of one animal species P. Muller of Gra:z 
found antibodies directed against certain complements of other 
species of animals, arid which may, therefore, be termed normal 
anticomplements. 

Of still greater interest, however, are those haptins which are 
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directed against living cells of all kinds, thus, against vegetable 
cells, such as bacteria, and against animal cells, such as red blood- 
cells, leucocytes, spermatozoa, epithelia, and others. The haptins 
which are so antagonistic to cells are divisible into two large groups; 
(1) the agglutinins, which cause the bacteria or other cells to stick 
together, and which through the researches of Gruber, Durham, 
and Widal have attained such great diagnostic significance; (2) 
the bactericidal or cytotoxic substances, and these are intimately 
related to natural immunity. In case the substances not only kill 
but also exert a solvent action we call them lysins, and speak of 
haemolysins, bacteriolysins, etc. Thus a certain blood serum, e.g. 
dog serum, will simultaneously exert antitoxic, antifermentative, 
agglutinating, bacteriolytic, and cytotoxic effects against the appro- 
priate substances^ If we consider one of these functions by itself, 
e.g., the agglutinating function of a certain serum, we shall be met 
with the question whether or not this property is due to one simple 
substance, the agglutinin. Numerous experiments have shown that 
this is not so, but that in this precipitating process just exactly as 
many different agglutinins take part as there are present different 
agglutinable substances. It is easy to demonstrate this plurality 
by means of the principle of specific union introduced by me. 

If, for example, a certain serum is able to agglutinate two varieties of blood- 
cells, say rabbit and pigeon blood-cells, and two kinds of bacteria, as cholera 
and typhoid, it should be found, in case this plural effect were produced by 
a single simple agglutinin, that absorption by one of these elements, e.g. the 
cholera vibrios, would remove the other three actions also. As a matter of 
fact, however, the serum which has been shaken with cholera vibrios, while 
it will no longer agglutinate cholera vibrios, is still able to produce agglutina- 
tion in the other three elements, and vice versa. In this case, therefore, four 
different agglutinations take part. 

Results entirely analogous to these are obtained if the other 
functionating groups contained in blood, e.g. the antitoxic, bacterio- 
lytic, etc., are examined in a corresponding manner. These facts 
confirm the pluralistic view first maintained by me, according to 
w^hich every blood serum contains many hundreds, or even thou- 
sands, of effective haptins. All of these, with the exception, per- 
haps, of ferments and complements, owe their origin to an excessive 
assimilative metabolism. Their peculiar action on certain substances 
foreign to the body may be regarded as due to an. incidental 
meeting. To a large extent, therefore, they are to be looked upon 
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That they appear to play this role is due to the action of what I have 
termed the horror autotoxicus/' which prevents the production 
within the organism of amboceptors directed against its own tissues. 

In this “horror autotoxicus we are dealing with a well-adapted 
regulatory contrivance which it may be well to discuss briefly. The 
investigations of numerous authors have shown that by injecting 
animals with any kind of foreign cell material cytotoxic substances 
can be produced directed exactly against the material used for im- 
munization. Thus if a dog is immunized with an emulsion of goose 
brain, it will be found that the dog’s serum will be highly toxic only 
for geese, killing these animals with cerebral symptoms. In the same 
way we can produce other poisons, hepatotoxins, nephrotoxihs, etc., 
each of which acts only on a certain organ of a particular species. 
In human pathology, however, we must consider the absorption of 
the body’s own constituents and not of those of other bodies. The 
former may occur under many conditions; for example, in haemorrhages 
into the body cavities, in the absorption of lymph-gland tumors, in 
the febrile waste of body parenchyma. It would be dysteleological 
to the highest degree if under these circumstances poisons against 
the body’s own parenchyma, auto toxins, were to arise. I have 
attempted to solve this question by injecting goats with the blood of 
other goats. The sera of animals so treated did not dissolve their 
own blood-cells, but dissolved those of other goats. Hence it did 
not contain an autotoxin, but an “isotoxin,” in conformity with the 
law to which I give the name “horror autotoxicus.” 

I believe that the isotoxins may perhaps come to play an im- 
portant r5le in diagnosis and pathology. In the serum of dogs in 
which he had produced a chromium nephritis, Metchnikoff found 
that an isonephrotoxin had developed, for when this serum was 
injected into normal dogs it produced a nephritis. It is more than 
probable that in man also the greatest variety of isotoxins is formed. 
In the case of the blood this has already been positively demonstrated 
by a number of authors, such as Landsteiner,'Ascoli, etc. 

With the exception of the red blood corpuscles we cannot, of 
course, undertake any studies in man concerning the isotoxins of 
the parenchyma. Many considerations, however, indicate that it 
will be possible to carry out these experiments on monkeys and so 
gain a new foundation for pathology and therapy in man. 

The number of combinations present in the blood serum and 
making up the ever-changing haptin apparatus is infinitely great. 
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Of these especially the substances of the amboceptor type are in 
most intimate relationship to the processes of natural immunity, for 
it is they which, in conjunction with the complement, effect the de- 
struction of the injurious bacteria. Hence if there is a loss of natural 
immunity, it will next be necessary to inquire whether there is a lack 
of complement or of amboceptor. 

I am convinced that these, haptin studies open up a new and 
important field of biological investigation and will add to our knowl- 
edge concerning the process of assimilation. Clinically they should 
be of even greater importance. Since I am not in the position to 
make such chemical investigations on an abundance of material, I 
have thought it my duty to clearly define my point of view, thus 
furnishing to others the basis for a proper study of this subject. The 
significance of this method for pathology and therapy will not perhaps 
be fully realized until after the lapse of years. 
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Next we come to the very important substances in serum which 
cause haemolysis. I have previously dwelt in detail on the fact that 
in this the action is always due to amboceptors which attract both 
blood-cells and complement. Hence I may limit myself at this time 
to some supplementary remarks. It has long been known that the 
blood serum of one species injures and dissolves the erythrocytes of 
other animal species. This is the case not only in distantly related 
types, such as fish and mammals, but, as was shown by therapeutic 
blood transfusions, occurs also in comparatively near relatives. 
Buchner was the first to appreciate the significance of this phenomenon, 
and assumed that the serum contained a substance innocuous for its 
own body but acting destructively on foreign elements (bacteria and 
blood-cells). This substance he therefore terms alexin. Not until, 
in later years, the mechanism of artificially produced lysins became 
clear was this Unitarian view shown to be untenable. First it was 
found that the lysins contained in normal blood are not simple in 
nature, but are composed just like those artificially produced, of 
two components, the amboceptor and the fitting complement. Further- 
more, corresponding to the results in the case of agglutinins, and by 
means of the same methods, it was found that a given serum can con- 
tain a large number of different amboceptor lysins. If a certain 
serum (e.g. dog serum) dissolves the erythrocytes of different specieS; 
the specific combining method has shown that this property is due 
to the presence of different amboceptors, each of which is related 
to only one of these species of blood-cells. In fact it even seems as 
if different complements may correspond to these amboceptors. 

In view of what has been said we are fortunately able to regard 
these different agents which injure the blood from a common point 
of view. Vhether we are dealing with vegetable or animal prod- 
ucts, whether with lysins or agglutinins, whether with substances 
of toxin-like nature or of the complex amboceptor type, — in all of 
these cases the 'prerequisite and cause of this poisonous action is the 


thrust off into the blood they constitute agglutinins and precipitins. The 
toxins also are to be regarded as receptors of the second order thrust off by 
bacteria. 

3. Receptors of the third order, which possess two haptophore^ groups, one 
of which effects the union with the foodstuff, whereas the other lays hold on 
certain substances circulating in the blood plasma, the complements, which 
cause ferment-like actions. After they are thrust off these receptors con- 
situte the amboceptors/' 



THE RECEPTOR APPARATUS OF THE RED BLOOD-CELLS 395 

mme, namely, the presence of suitable receptors on the blood-discs, i.e., 
receptors which fit the haptophore groups of the toxin or the corre- 
sponding groups of the amboceptor. This view^ already generally 
.accepted for the toxin poisonings, is supported by considerations of 
two kinds. First is the positive proof in the case of the manifold 
blood poisons, that their injurious action is always preceded by the 
anchoring of the poison to the blood-cell. Only such species of 
blood-cells are susceptible to a certain hsemolysin which are able 
to anchor the same. This has been confirmed again and again in 
the case of amboceptor lysins. Conversely, therefore, there is the 
closest connection between natural immunity and absence of receptors. 
That the fixation of - the poisons is not due to mechanical effects, 
such as surface attraction, but to a true chemical process, is at once 
.shown by the strict specificity which obtains. This is observed 
especially in the amboceptor lysins produced artificially. This 
specificity is in marked contrast to the many-sided and non-selective 
action of surface attraction (charcoal, etc.). The second point 
which supports the above view is the fact that the action of a 
certain poison, and only of this one, is inhibited by the correspond- 
ing antitoxin. According to my views, the action of antitoxins is 
explained by assuming that they occupy the haptophore groups of 
the toxin molecule and so prevent these from combining with the 
receptors of the tissues. It is quite incomprehensible to me how 
the specificity of the antitoxins can more easily be explained on 
the basis of the mechanical conception. 

This brings us to a very important point, namely, the surprising 
plurality of receptors. Even in the blood poisons each* antiserum 
protects only against the substance through which it was produced 
by immunization. This law of specificity, which has so repeatedly 
been confirmed in the infectious diseases, is thus seen to apply here 
without any change. Antiricin serum protects the blood-cells only 
against ricin, antitetanolysin only against tetanolysin, every anti- 
amboceptor only against a corresponding amboceptor. 

Hence in every species of blood-cell we shall have to assume 
the existence of as many different kinds of receptors as there are 
poisons. This is obviously a very large number. Thus if the blood- 
cells of rabbits are injured by ricin, crotin, abrin, phallin, by the 
most diverse products of bacterial metabolism, and by a large num- 
ber of sera of other species, we. shall have to assume a certain recep- 
tor (ricin receptor, etc.) for each case. Almost every day, however, 
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we are coming to know more such blood poisons; the number 
different receptors which we can determine, therefore, continti«" "" 
to increase. 

In this connection I should like to present the results whi*'’ " 
Dr. Morgenroth and 1 have obtained in attempting to produce aut ^ ♦ 
lysins by immunizing goats with blood from the same species insU”*^* * 
of blood from foreign species. In only one single instance were * 
successful, i.e., in obtaining a solution of the animaPs own 
cells. In all other cases we obtained merely an isolysin, which cf * 
solved the blood-cells of other goats but not those of the goat imri*»* " 
nized. If the blood of a large number of goats is tested with a "• 
ticular isolysin, it would be found that of some goats the blood ^ 
highly susceptible, of others it is feebly susceptible, and of still otfit^*' ^ 
the blood is not at all susceptible. In the case of the susceptil 
bloods it can be shown that the isolysin consists of the arnbocepf 
which is anchored, plus a complement of normal goat serum. I 
course of time we have produced thirteen such isolytic sera, and font I 
to our surprise that they all differed from one another, i.e., 
they represented different isolysins. Thus the first serum dissoiv«‘*« l 
the blood-cells of A and B; a second serum those of C and D; » 
third A and D, etc. By means of this one experiment we ha% **'- 
therefore, come to know thirteen different lysins, to which, of courier* ^ 
a similar number of receptors must correspond. It was fortunitf^*' 
for us that in the blood-cells of an animal all the receptors were ii«»t 
present, but only a part of the same, for it was only owing to 
fact that a separation of the different kinds was possible. 

It js worthy of note that many receptors may be present in t 
blood-cells in relatively large amounts. If we designate as the sin^lts^ 
lethal dose (L.D.) that amount of a certain amboceptor which wliftt 
supplied with sufficient complement just suffices to completely - 
solve a constant amount of blood, we can, by employing differi-iif 
amounts of amboceptor solutions inactivated by heat, readily dett.^r 
mine how many L.D. can be anchored by the amount of blood it* 
question. As a result of this it has been found that in some 
only just the single L.D, is bound. More frequently the combiriiti^* 
power of the erythrocytes is much higher, so that two to ten aii«| 
even fifty times the L.D. is bound. In such cases, therefore, 
are dealing with a marked excess of these particular receptors. 
analogous case, by the way, has long been known as a result 
Wasseimann's experiment concerning the power of brain substar##-*** 
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to bind tetanus poison. In virtue of such, an excess of tetanus 
receptors, the brain also absorbs a considerable naultipie of the L.D. 
Hence in test-tube experiments it is still possible to neutralize con* 
siderable quantities of poison with the brain of a guinea-pig which 
has died of tetanus. 

Ail of these facts lead to the conception that the red blood-cells 
possess an enormous number of receptors which probably belong 
to hundreds of different types. Of these, again, a few may be present 
in relatively large quantities. This fact is surprising; for in a way 
it is opposed to the view held until now concerning the function 
of the red blood-cells. It is inconceivable that the simple inter- 
change of oxygen, a purely chemical function of the haemoglobin, 
would require so complex an arrangement as that just described. 
In my opinion, therefore, this enormous apparatus indicates that 
the red blood-cells actually exercise properties which we have thus 
far overlooked. If we consider that the receptors in general serve 
to take up foodstuffs, or in some cases the products of internal 
metabolism, we may easily assume that the receptor apparatus of 
the erythrocytes fulfills this same purpose. Since, however, we 
know that the vita propria of the blood-cells is very limited, we 
shall have to assume that the substances taken up are not for the 
blood-cells' own consumption, but are designed to be given off to 
other organs. The red blood-cells may therefore be regarded as 
storage reservoirs in the sense that they temporarily take up the 
most varied substances derived from the food or from the internal 
metabolism, provided these substances are supplied with haptophore 
groups. I may be permitted to call attention to the fact that the 
erythrocytes contain chiefly receptors of the first order, ^ i.e., recep- 
tors which take up substances but do not further digest them. 

After these explanations I feel justified in believing that the 
study of receptors has opened up a new and important field of bio- 
logical investigation. In order to make my meaning clearer I should 
like to quote the following paragraph from Verworn (Beitrage zur 
Physiologic des central Nerven-Sys terns, I. Thiel, page 68) in which 
our present knowledge is reviewed: “The living substance of every 
cell, so long as it actually is living and manifests vital phenomena, 
is constantly decomposing automatically and constantly forming 
new substances. Dissimilation and assimilation are the fundamental 


‘ See note, page 392. 
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rytrs ririfiniL^ thr iiiirinJin/.iitioii J 

Siirli viirInfionH hi I hr /.iwihigiriil ilbtrilaition of t"i*ftititi riwp- 
lors Cfilso of thr rorii|»lf||-iriif-N, «Hr,i in rriiilily i'^|i||iifir«l l<y lh»* Vrfy 
niltliriil nssUlii|itioii Ihist th*’ iiniitlKihr jirt»rr:k,«,r,^ 5 , mhfrti" ilpliriitilf 
llir rrmfifurs rmlly iiri% ^hiwv riirrrs|i#Hi 4 in^,, ti is 

IIS liltlr In hr *}fUi! 4 ri| thni n-rtliHi vr firrirrsHit-;^ Hfr sj'W'ific 

for only orif* sfirrirs of niiiiiiiil ns ifiat oifirrs tirriir m r warily ihif 
^ainr irymiirr in innii m$4 m thr 

If- is iihn nf rtmmtrmhh iifi|*nrlf'ii'irr llmt m imy gji'rii ftfiiltiiil 
»imnm ii rniisiilrriiiilr iriilivklnail iiiirintioii t»f tip* rrrrjiiiir*^ tiifiy nniir^ 
fi furl first iihm*rvml in i*%|wiiiirfihs %%it|i it'iiliii nii riilifi|t% 11 # 
mnftfnm\m% nf flits m thr rrsiilt nf mir 

nil grifit ini-ily-fiins* An ulrriicly niit «4 thr tiiiit.s i%r iiwsl 

wrrr iilway^ rinly n frw whirit riwtwl Ici mm* nf llir i|iifi«*f*ii fliffririil 
Imiymm, 

niroiigh llir m tiffrrwi m# riiiii-iiiml nf 

iiiinttier iiiificirtafil nafltrly, llmt Hir niiwiiiiliiliiy *4 ii gi%rii 
iiiflivifltiit! imrt diangr itt a mmimmth*4y short ftiii** Wr ftiitinl 
t-liiit. 11 ioiil wtilrti fi*mi*t«l hri m rtirf.aiti if«!ysiri l^^rmnr 
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tible after several weeks, and further that in this case there had 
been a disappearance of the special receptors previously demon- 
strated as present. We have also encountered the reverse of this, 
namely, the appearance of receptors previously absent. 

Evidently this coming and going of certain receptors reflects 
internal metabolic processes which may be dependent on a large 
number of external or internal factors. In this connection a fact 
observed by Kossel is especially interesting. This observer found 
that during the course of immunization with eel blood the blood- 
cells of rabbits acquire a high degree of resistance against the poison, 
a fact which we should perhaps ascribe to a lack of receptors. In 
this case we are dealing with, something which is specific for the 
immunization with eel blood; for we could not obtain these results 
with two other blood poisons, crotin and tetanolysin. 

To a certain extent the experiments of Kossel, Gley, and Tschis- 
towitsch furnish a clue to the mechanism of these phenomena. They 
show that the first phase of immunization is that of antitoxin 
formation, and that the unsusceptibility of the red blood-cells is 
not developed until later. 

The way in which blood-cells which have previously been sus- 
ceptible to a certain poison become unsusceptible to this can very 
readily be explained. We have seen that those blood-cells, which 
are susceptible to the action of a poison (e.g., eel blood) possess 
appropriate receptors. Under physiological conditions the office of 
these is to anchor a certain particular product of metabolism, x. If 
now through treatment with the poison the specific antitoxin is 
produced, it is clear that this antitoxin when present in the circu- 
lation is able to anchor not only the poison but also the normal meta- 
bolic product, Xj thus preventing the latter from combining with the 
erythrocytes. Since this, however, renders the corresponding recep- 
tors permanently useless, the possibility of their disappearance is at 
once given — after the manner of atrophy through disuse. This will 
occur most readily in those cases in which the substance x can 
readily be spared by the cell, i.e., cases in which (as in sugar) 
the substance can be replaced by some other kind of material 
(e.g., fat), 

A disappearance of the receptors can, however, occur without 
the development of such a deflecting antibody, as is shown by the 
isolysin experiments. The most natural conclusion is that the lack 
of receptors in this case is produced by an inconstant, perhaps only 
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4ir2 

II t<*ni|i<iriiry , iiruiluri. thiw rim !w* liroiinlit iiitci 

fciiiriiH’tioii wifh th<» iim iif Ulm- ihul llir 

ri‘!ls of rirw-hfirii rahhifN nrr rr| 

iirf|uiriiiK tht* uoniiiil liiufi ii’ thr of 

fhiH it «*VfTy thing I hut lijrt*’ afi tifgunir 

liarnioiiioii^-. coiiiioiiinii hiiivi^on fh** wilrin *4 iinv gi^iii |«^fn«i 

nini lllP nilftiro of fliO rof'r|i!or‘''> lliin r'«iiilif-ii:|i::#|i 4r|*iii*h* ill! 

(Ih* furl fhiif U'ilh groii|>^ r\rrf ;i k-I liiiiilii^^ 

im tin* |irofii|iht>4ii uhiiii flu* im*4nrtnm «4 thr rrrr|4«»fH‘ m 

Ill rofirliihiitii I U'i^h lo |rt»iti! «»iil fliiit, fiiiiriy fiii'tH ifnlirnir lliiil 
ilin hfiiTioH Ilf Umtul in iti** nryilirorvtr*% iiniv uloi |ir 

in lilt* rollf* of otfiiT orgiiiii^. only r^iiiriijilr, 

in niiHittml not oiilv i»\' thr i»rvltirfw''\l«^?o Irtjl $ilm iiy 
flit* tiriiiii itn*i oliii^r tirgiiin^, Tln^ phrumurmm it%rlf in 

fill* iiiiriiiiniititig In-Ht, Vtiri Ihingitii. for r%umi*h\ foiiipl flint wiiiii 
nf riihhitM w1iit4i Innl Itnrii trriiti^i mjifi lrn«in’’fil i-i^itlinliiifii of mm 

II. iinirknil Innnntlylir iniitin on liimwl in ftiliiiliiiii l« itg 
injiiritiiiH iirfitm ttii rf»iil$nliiini MHr|iniko|f*fi ti|i|rrtpifi tliiil lliin 
wini flun to nil i*mir in tr*’finii|tir Clti«* in|i.»«iiiifi of i»itiiiiixr*| lilfii'iil- 
wIIh) wiif4 vimlrnwrUnl tiv iHifigrrm tliiit iriJriiiiifiM 

nf row niilk, ii mHtnriiil frri* frtnti hlinwl-rrUfi, prmliirwl 

Itin Hiiirii* hnntmlymm. It tliiil rrrtfiin r**rrpUm^ iiiti.i4 Ik* 

rniiiiiiiiii In I lie* ml \4m%t\m4\n iiipI I hr r{iil|irli.al nr Itw* riiillc 

ilnrivttl frtiiti tfiip, 

Hin mth ilminlmtnm nf n fiiirtiriilnr mmhmmM liiriiiciriiiaii 
vnry wt»Il wiiti tlir* mmmpVmn tliftini.ftml nlnivw fninwnifig llif’ fiiiit* 
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cTfifHi* Ilf Mfliiiilv mmlil ii ijit* li iifiiislt'rlii! ilh}'’*f};if 1**11 i»| h*iw 

wi»!l tfif* imm*m *if I*iii|rt*;.;r 

X«*TK tt«i<|ilns»ii III Hwi; 

< I4ii.fi rrri-iiily ii'nm$d. mul. I' ■!* *ir^ rrt . r- 

T» I3I, Nil ’J4t tIiiiS till* 1*1 liighh' « «l -f. 

rwlini. |«i$Miii |irif«4^rri* ihrir rs»iifi|*|p'-tr-|% -.igsiimt lij-. $ 

rif till! nilirii fMiiMiii, In » gniii Infljy itnifnifM-fr4 

llinffiigt! M. liirin nii«l |if|. If. H**«i.* •>« 

iiiiiililii t« iliitri'ivpr liny ii4crr«^€il nl llm tml I4*paI sigsiinel ti*c 

iM'titiii of lliu ricm. 
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K’AL COXSTlTlTIoX. DISIHIHI IKlN. AND 
I’ll AltMAC >!.• M lU'Vl. At'‘riON'.‘ 

CAii ilrli%'f»fr4 ill tlir "Vi^rrtfi |«ir iHfiH | 

|ly |*r*»lrn,.-!4»r I tf V ii 

r%’Tii# mnml ymrn firi4 

wrri* ill griii^rii! tii fnirrlv In liir In , 4 

htiwnvi*r, li rhiiiigi* iiAi km fiifrlv 

mTU in thv **f umlu'nw. ni ummu timi nt 

till* liriii* ftii^ rh^nmui iii«- .nlpfitii wjiirli 

I In* iiiif 1*11*1 mil in ii)*''4nitir iiirti,, nii4 t init tip* imi* j.iri{i*t4 

nrf* ill** Hviitlif^tir «4 ii«^w tli«-fii|^«’'n!ir ii||.riif,f# tin ijn^ 

mil* liiiinl, 1111*1 <4 }•*r«^«|l|r 1 « nf 

living vt4U tin’ I'In- Itir'.^r- l,m« liif'llifnlfi, 

in Vf*ry jir*»ii*ninrf’*t In tlir lir#t ir^r *4 ilir ri4,«ifi 

iiiid 4vfiniti* : in ttir tiilirr. fif tlir 

nf living iiiitiirv iiifiiiiti’ly tlinr A gmiii-'f 

ti'mtrmi nanwit Ip» mmmtml timri tlnii tin* irpwlprii 

%tip*^r ramtitnikm m kinmii rkm'ii t*# ilir 
iiiiil ilifiltllinriii imtituxm, wliirfi wp t4ii«iv «iily il^ 

m*tkm iirnl iitmiil ^4um* rlmriiiriil nr Impiii iil««#|iiir|y 

ntitliirii^ fi»r ftip iniiiip- *4 nniiiriii lia,^ iiiii 

tviiili^l tn j>ff«liirn iti » filin'^ iiti4 ti*! iin ifif^jglit 

iiifii ttiPir rtinifiinttl iiiiHirt*.- All Itiiii Jti«i4y fuw 

ffirtli in itii* wfi^nnlirin ilnit- wr mp *!rftlitti mill uttitnsr griinfi^ *4 
ifm litriiciNi wliirli fnr tlip |♦r«^l 1 t srr rntiri'lv i^‘vnittl 

nnr rhriiiinal fm$mtphm mui wlwli, ft«t far m nr ran %nli j«iig 
miiititi m 

* Itofirtttl imm lit ¥. I^yiiii t* 


m. 


riii:Mir,AL f'ii\KriTrTit*\ \\u rii 

Af4 II »»f l}li.M Iilni Ijfhrr riiU-MpIrriitlMlr; 1 1»»* L;v: 1 

|iri’Vnif'iil flilit till* f lirrii|*<‘nt !«’ h$i4 thr I»p* ? h** r st|-< n?;.*- t»fi 

mi* iiii,^riliili*ly i|ifTrr«*iit hiu ^ 

yriirn iigi'i ti riTtfliii liiidi niitti«*rity ‘■■ 111*1 tlyit tip- 

till* lllilllfiii* I»f ^fiiTitir Cm fi |*li% II till- lb*. . 11 . 

f)l' **ffirri*H** mii’r In In* iijilirld i^irry ■, »4 t-lp' 

tnidic,! iiifiH wiiiiiii ill* roiii^ i|rN*ly l»»nb l**r irriiMfu p 

wmilil ill* liit'kiijic. 

If iiii^lriiii fif ur fh-it kifiti'i *4 riip *-n 

tlirir |*oWi‘r l»y |■»lirl'i%‘ rlirmirpi im-air-?, %%v nh^ill |jn 4 lluif 

iiiiiM iiri^-r \v!iii4i iirr fif foi !ls«^ 

rili*rit «4 I fp’riiprill C Vtii vilir*‘»-| Ihpl tln^^ n 1 bir*»r<| 

liiyM’’!f tiii' tr'ii vi%‘irM iiiHi ulU-tapl'i Im ftp- * j 4 

tfil*l*ry «lf *|||*| ill-]*, I bflp-^r I 

Jii:4ifif‘i| ill flmiiiiii|.t tliiiit I ftp- r*v|p i-ip i.i 

Ilf* iirrrjif'ini iiiiiniijt rn-iirM 'I'lu:- | ,ii* * ■.Mi.yinb*'.] 

I, Jfy ill*" iill rfisllli'f »4 llir «• t y.f'nisir Ilf;: 

2» By Up- r; . ;i 

lilfilillH'H. 

3, By ilirsi ^ in P4iirj 


I. 

If tlrri tlif* mmlmmuml^ t*f kmmu ri#fiMiiiiit.iiifi mul tlw tma^krti^^ 

j'^nilir jiffiiliirtf^, fMiiti iirt utily m ii tiiittiiirr^ i r 4 

i#T|, thi^ mwmumt rhmmmWy,. ilir iti 1 ^- 

fi**t-rriiiiiir» nil i%-fiiit fiirtur llii* ir-ty iirip*fi *4 

rlliHmH fif It irrll It# lll"|*|fi m-ilfs 

rfiriflilif*fi, iifi*i t« i^tiiily fir^i ilir tmnh^ ^4 iiriim, ,4 
rlii»ltiiral riiri^iitiitiitfi }ii ii-^rH UtwmtK 

It in ftfirljniliirly limiriililt* t*i gnin nfi 1111*1 ilwr rr 4 iiir<#ii;j r 

Hmuimi mnt phmrnmnSmiml I „ 

ifil till* Imt hm tlmm4m th«mm him^ mnw If* filny im f/4c 

tfir mmimt nyrilh^Hr Umdmrtm. Tim hmimy *4 Ir.ri 4 rt,r% 

vnmimmih*4y rm-iil, 4iitiw fmiii tlm ymr l««i 

tiriiimi^lriil#"ii ili^it niryrimm* hm$m it# Mmnmm mk*u .1 

miplhyl $fimp i*. iiitr«ltirr«|, imrnimmmi itiir, n mr^fr 

Ill %irw Ilf ftir fart It, at lUn Imum im rm.ir^- 

iiwfii mul llriiiifi Minlit",! » $mndw^f t4l,rf armipa 

him*n fli»ri%f^fi fpiiii iiirifiiw mlkmUMm md fmmd thmi nil 1-4 


iinAA’j nu swuiis i\ immi'miy. 
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II iirtitm. Hnn- iliiit tniir n ]m^*‘ mmihn nf 

iiiiiiiM»iiiurii !ihh%h d«‘n\«‘«l iunti IIm’ lun:--! \html l«*rri 

titn:4 all i4 uljirli fh*' Milli** arliHfi, I'lii* fninl 

istrji only I)’ llsshin flinl niiaint 

ilH'lf lilt Iiniiiiniiiiiiij Hi‘ hmtiil that fhr riiinrt-M rt»t}Umi ii 

tf'iiiiirv ufkal**i«!, niriih ’^\hirh i- «4 If \lm fiiriri 

wm t«» iiiii hyliiiKni iiii immiutnrmi %\|iir|i 

I'HifipIrti'ly III utn\ \%i\U flir imtutiii 

runirill. l^llt U|if«- li!«*llt ‘JtiH tilurH. im fhr I- «lhv| Jiiii 

ihiH finite ihit'i* hn%r \irrti Mil 

nMiihiliiitioiiH hy II liiiiiilM-r i4 

fiiny l»f* Xi-fii'ki, Jnflr. I- l?ririt*T. 

iifid AritiiHUi. I *lrf?iils4 mui 

friiifirii* iiiVM*!! ti» ttivitijf, ii *4 liiy-* tn-m l.|i•||l'• m 

tlii» *4 

Firt^i in ii'rnMirinnm iirr llir miilkmt iiiiti|*yrrii*>. *4 %}ip''}i itiif 
niiiiii ty|ii*i4 ii.rn iititiliyriii iin4 }4iriiip'rtiii Hw* 

hwtiiry itn* «#rnc:in «4 lli*w two p,mnim 1 ?^^ iil#«#f|iiir'iy nnlikr. In 

fiiii* riiHi* thf* tin* Fwl thiit «|iiifiiiii«* riiniiiiiiii ii 

Imlriitril rhiiifiliii hy *4 HiiijiFr riirriliinniiriii'?^ it 

wiw Ilf i<» tiFtiiin f}is’ rn4. tiimlly. siftrr 

kiiiriii iifi*l fliiilliii }iii4 jirit\f^4 *4 Mirh iiilur, iifiiij'iyriii ttim 
alitiiini*4 iiritl Fitiii4 Th«" i^rriirpl 

}4inniif*rtiti itiid jIh «*iir's4 4iwnrfy tnM tti 

lliwiriiiriil Himmlutimm l*tit n rMiiirpIt^iirr, i|ir irMill i4 nil mwf> 

(If itiP tifbrr tlirnnwiitir I hr «Ii5^rf#%rTy f4 lln'' fiy|.»fifitir 

firtiiiii Ilf l»y iSiiiifiiiifiti i4 |»riiriir'ii| mitl 

iriil mgnifimnrr,. 1li«’ Ii«il4* Inp" «4 Itir |4f««itiriiiiti tif 
lltp ripw mnmthHlm imtimfmm iifi4 i^'tiraiiiy 'iifiirti wn.it ton* 

nrrtp4 milll tlir (ImnH'pff *4 lliP nf rtirtntir., Iti ttrnd 

ypftm Eri? mmtmttlf tMing t«i »li« itmuy maili Ity* 

hy iwlaiii i^-nrli »» iitmiiriil iifi4 fmnmU 

ciniij'fL Tliiw fimi iiiplrrtiikrii tiy Xmcii* nm'-U hf 

(if miitMhlm wriiltitiiiliiiiiM a.ti«l l« giip rr^r a fruiliiiil 

lilMTiitinfi »f ilip iiPtivp WIiiIp r#f irmi iiffiriirfii %iiltiP 

tlipy Imv** bill, liitli*- iiilwiMt in thf* *|iif»lp>n r**iirrfiiiiig llir 
mmtilnltm m4 mimn. 

Whnii iMiw wp mtm to in<|tiirt» m4ifit- %%$* ran 

frciiii lliii «lti4y (4 tin* Imw wmlwr nl tlirfii|p«iii|r if liirli mm 

tmliraeis iiitriy hiitMlmin wf (iiffifpiii rmrUmmm mliit;li 



< nMMU Ai. Cl txsrrm I* 'A axm i*haijmv» 111**1 .h u. \cti«*\ m* 

will ti* fill' «Hi.iy I.f till- r*'!»'ii*n I«! «>•■'» a"«l 

uctimj, wo fimi that iho ro?*«ilf^ an- j'lill u-rv jitoai'ri', 

It! thi‘ main thoy an* ii-s fi'llow * 

1. Tho ili.iiiivory that tlw »mii*vrolii’ iM’linn nf ’h*' atiih” '‘•“t 
nrni«ioi»hotK»l .lorivativoa fj.hoim--«-iiii» i>i 

tain fi» tb- aminmf ‘<f j* ami<i«>}*lio»i««l >|'lst *'11 '» '*'* 

(IlinHlMTR). Hotii-o all "noli rfdiihiiiatum* in ilsHojf;!i mi 

Hrt)]«T niilwtittifimt f<f tho itri.ti|. nr *ho inmn C 

aniiili»!H’ot«ij>lioiwn. XU,. t’.JIi <*<• * Hi* tin* |* sitnoh* 

2 , Till* Uy K«'ii 4 ri^-’}i. Iit«^%iir, t m ^hr- iivrl- 

din th** }ivdnit**d prndnrtM *in mmr ■-itrfini.dv ijtiin tiir pm»mi 

mhMmwp, 7hm n tmp-h nin*uert 

thiiri fiyridili, rif ihr- irflHit'f 

I’ltnffi in tin* iiriiii j»|riv*^ ii rrrlsufi t»M*\ a-t 

i^finriiilly fiv tlir *4 I ilrlirn-' *m t|p^ irtfii lv^ 4i*t 

tf> tlirnr flip fp|4iiPPfn«’'t'it x4 tip* iftiid 't 
atnri'i lyv iiirtiliril ri'diiwt Ibr irrifnnf iirtn*n 

M Till* ilrniwiHtrjitniii ihjii tli** n- ^4 

Im ili*i4tr«iyf*«l liy tfi«* *4 'n'lli f’ltiiiiiiit 

ii.« SH^IT fWirlirtn llriiirp 

fur IP flip nrlinti rtinrr^riii^d .iirrlunilid** mr^rr iiri4. 
CViiIfiXCT«M:1f;i|Clf44t^lT p ifif-rt, i%h«* lifr iirrluinini fttiliMiiir 

jirifL ttir mid m'^vh *4 

liliPinirc’tiiy iifitl I hr Hhmy 44m%%4gifmn ^ m In 

... II 

4, Ttii* finiirifplriilififi hy Tsrilmii,. Khrlp'li. mwl 

cif t!ir rhmiwi*^r *4 tat-njinl 

i'4 riiriiififn ?ti,irii im iirr f*h!>iiiirf| »4liri r;iM4 

l^llf’ll m !4|rrillil» liriiih |4p‘fiyhl-r«i ir fp'id, ip-|4, ifilftf# 

i!l|f‘f'fi ifiln itir I*r||*#fiil$|||i:4l4, , llp'h th«"-nr iingi. 

T!ii^ rr:ttilff*«i in ihr |4*«lnriifsfi *4 twn |*-4rnt 

rufifiisiiiiig tlw* ihr ptiriwti 

lift*! firt !i»f«riii itnd «;Kifiip»rfi.j. 

4. Tin* fi|iiii;f#ii #4 tip- rlhyl T}ii.-> iM-wt-a 

vrry rlnirly hy thwtM^ry ilmt tiip *i| 

c*i»rtitiii diHiilfriri*^. m dtir r^i*4ipii'r|>^ i«i iIp* |-^rfwiirr^ 
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anil fhaf if im-mwra with tht* nmiiJuTnf llic c i'r»ini-*- iIiun - nlfniHi!. 

anil friMnal. fS* f..t nf 

till- nthcr Iiv[tii«tii-H wiiii-h (iwv m-li.m in part to <!»• ftln l Krosip 
I may mcnlion amvlfnlmiratr. t'ft’H nil, ami tthvl nr- 
I'llian, N H ;.(’(><)( 'f’hf inllin-Tiif* iif ljn<i-thyl nula’al i' fiirtlar- 
iiKirc clnarly fliown in annilnT of rojul'ination!-. Iji an ar!i))«’j.>i} 

Hwt't'l (‘iiinn ■ nli,'4ain‘i‘, linii in, u Ini h i-- alum! iwolnin'lTi'i] t j!ii« • r 

than aiiyar, liii’i iniluoiiii* n* ^la v cviili'ni. |ilii'iivl 

nrca l•tllo^\l:ll<•ci in tin- paia jiwition. « if Mia- 

Sinn* nc'iiiur aimiili- pla-nvl nroa nor llx- mitSiovy « ominnati.m, 
(‘Ha'O'l ',^11 j • Ml ■(’(>• X H;, analoyoiii! to ilnlt-ni. |io > i-Hti-i, aiA itti-cf 
tnali* whalMH'ViT, we ar«- foncij to *-oni ln<l>’ tlcit tin i ):■» <1«H' to a Innofion 
of tl)o o!!i\1 liwliral. t tf tin- r»i]il;oniny tla- rthy! riahral 

llll•rl■ln!ly^liIl Ik* nii*iiiioiii'<i j.lii-narotin. ( Sll^ M C r,H| XH fo rffg^ 
ami two nn!i'**lliHir!i. ho’oram, «> Ml t ft’H,); 

X"( en,i'(K’aH6, ami iiriiin, ail llim* of whirh iiti* <li*rivi*«l frotn 
Iihoiiffieiiti, If in .-iKtiifti'iitif tiiaf of t}i«* i<ittirf* srri.o of uJn»!»ol!» 
only t'thv! aimhol haK lnTotm* a>* a Unifagi-. nml llial 

i-im-f tlm I'ariiti'-f time nttiaition vuvi to ii an jimi. 

as ito.KKildi', i.i*,, to friK' it from higlii’r ami Iowit rilativ In nil 
of thi'Nf t ^amiilra wo an* i|« iiiitiR with nn }ti(!n<'t»«* on tin* norvoiH 
HVHfcin, llio mifrnt !.Y!.Ioi» (Milfonal l•lhyls»tl■t|llln. amvimi hyilralr*, 
alcohol), jw well ax ihf («ri|*h«rnl omtintf** frlohjo, ai»ai«ijw>f jr#). 
Ilctico wc ;«h{tll jiroliiildy not err if w«* awuriii* Ibnl the I'liiyl grou|> 
it cortsiin rcialion to the inrvoim f*yi<t«tn. In ihit ron- 
ticefioti nil oiwrrviition which 1 maiie in miijiinrtion With Ifr. Xlichiwlw 
may |HTlia|w Iw* of «>mi< Kijtmjicam i*, We were ilmly iiiK a lihm.gmm 
nm tly« which i.K for»«««l hy lh«* rominniition of >iiHXointtti «ii« ihyt* 
mffranin ami dinmihyliifiiiifi, nmJ which thmfon* in ••ajiri'nftl hy 
tliB formula 
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It Wftn ffitiiifl iliftt thm iiilmtais^ hm I fir fniwff , Hip 

iiipf tiylpiip liiw^ tci ulain tlir of 
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till* ilrrivr#! Ir*»m tuiffiiifnii. ?t.hf:idt! 

lilld l!illlti}iyl-,?^llflrilllill «it* ll*»t thin llUir nftrr 

tIiW \vr* riwivril ii #Iyf«4tiifF. *il 

I 111* Hiifiii* iii*iiri»tr*^|»ir fiipt iht-irf^r*" Hi 

&H)4iirriC*fl tliiit tliiM lifwiy rfiiitiiirirfi ji tJii^ilivliiiiiliri 

iricjiiiry cif tfir iriiiiiiifjitliirf’r %vf^ f«niii»| i»iif riniji'rinri* ^.rrifir-.i IL,:. 
stfiinifig rx|ii‘riiTi«*iit limy i^rrluifw ii0#ir«i r.n-ihtiuiiU^-^n ^4 

vif’iv riifirrriyMI* Uir i4 tli*' rtlivf 

Tiiin i^yiiri|i^iH wi!! that inn ipiim! Uiui%|r4gr rinn rttuiiif thr 

ri*litioii riifi 4 if iitinjj nn4 iirt|r»fi ^ 5if||| m if:. iiilalT^ v 

Ilf’iirr fill* !?<’ iihli' in rtiu.Mi rsir-f ttnin-fh*-':' *4 

f!f artifiii nri thr t4 thrfirrtp’al rniirryt^^ifr! imII |p»4>-. 

iihly ha VI* t« hr iif*frrir*i ffir ii fiifi** T#< ftp' sintvat*- ftp- In^l, 

fif Mllliriflil IniHilh'f 1,11*111 In hfi* P4 r«Ar^rJ«‘*l hv th«' 44:pi|'^4v V?, Is,;t|t 
nmv n m^rr listrrr^ iijfh npi-i h 

Till* illlllillirnihli* mnriiir.H tthirli M'Vrr% hi-!inr4, U? !h«- 

pmi ffw yimn^ *if ivIip'Ii tmU u arr *4 anv ;ifA.4 4ri:.:fr 

aiiy rml |»r»iriw. Iinvi* ^^|#'*':4i!v u» alhi%- ih^‘ nPh-a 

Jiifim. A ffTlillg Ilf llllilffi-rt^lirr hm^ Lrrsi 'Ah., 4, , 

mnntliuily Imm iri«"r«%wi| bv thr ipb.rrtr'M‘iii«iif,:4 
ln^wiiiiiiig nifirr itml nitifr rwlrnt.. Amir Itmn thr^ir y,^r%rt_ 

IIiiH line* Ilf Elilily in. iil pmmn. mtilrttm «-‘ 4 ^’riiil|y ifi,m Htu 
<* vil« : 

L The* hiiliil, wlirn a tnuf^ijy turn pmtlh iirrrj4r«h t»f mmir^ 
cliali*ly Wlciivifig il %vitfi ii %hwi% riviil# #4 

2. Till* i*xr|ii#»ivr* pft4rfmm gnm tfi tniiririim f^tirrlv 

iyiiijitfiiiiiitiriilly, ivtiirli iirr iwil tnir rtiriiliir »grfil..i 

A i4iiirigf feir llii* wM imly ihm wriif if |pirr 

iwiiiif.i. Ilf %irw Iirr luluptml. ir.^ if lli«^ iiiiti«|i%i^ ifm$mirffr4 Ipnu 
till* rlipiiiiriil tfi I fir liifiliiginil Iiil#irnt«ry A^ |4ii^tiri#ifri i%r mnrH 
itc»|i rf^rfiiiiiiirig wintriit mith ihr inmilmfy rAIr id' rmmm4 m 
irii}if»rtiilit i|llf»lieifm. In thi# ^Iilij»'rh ^ntt iny tinir 

irriiiii^iiifiriiil, wr iiiiisft iriwl f#ii fmliifig firt4 | 4 iirr, 

ti^i’iitiii! ftiitl wr giiifi twirr gnirnil., h^du^rml r^mr^pimn^ if 

w lliwfciri* rvCTv nrir » iJiity i*i r«iiiritiiitr |»pi |« 

1111*11 1 0f tliii. Itierafiy, ^ 
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a^LUivn u HxrinKH 


C)iM> o{ flit* mnln c’aiJf-fH wliii'li lia^ rmph* mi km^ht tlii* irfu, 
tifiii lirtwri'ii ron.^^f iliitinii ipiinii ?ldliriill in Mlifjuii r*. !*.« b* 

f(niH«l HI tll»" int'i tlilit irllHiMji-. mrfr riin*. jilrfri I f*i f..- |||i|r|l 4 

llimi rrnllv iir«% »^iiisl iii Uir fliaf ffiifrly 

HIT*’ mhittmux t*» al 

Ill |iuif* ry aii ahtiialatir** *A iiiaf«’r#al ft^r 

tin* rr'laliHfi'^ !ji*twrrn lilnNira! |*ff»|:rt’.rtirH aii4 rfiriiia a! 

liHii. Ill II .HfiH'iy it lifHi iiri*r-':4'»iiry i^liirii |■lrll|#’'r« 

t«i ftilliHV t«Hll}ilH»l*»My , III*' *' iiinl iiliirli 

*' In* iiiitiHr. . i 

TIih uliiii iiri’ iln^ mtiirli mm '] 

Infill fiiuml HI thr K%l4*“lilly lliry nil*' #lir'ti |fi,k jn’^r- ' 

Inin In tlit‘ mihMinmr *if iIih rbriliiitH mi4 lifr iii<ir|»i*fi«|rfil nf ttn* ! 

urrtiwjtmrnt *if I Ill'll***. uttHmipimy iln* m .1 

llirir rHiiiiiiriittiHfiH, thm mm 

Ilf lilt* vitliirN nf thn In ilnw mm "i444im'iy"'* 

Hiti! iiiidilivr itrr tmt »|.if 4 f'l (tmu Tlmt 

rii^lltf*3t ii|t|ir<Hl«’li tu Hirm mm imlmim tli** tii-fit nf f«ili«i 

nml m « Imsn 4rmmr t|ir^ rrlnirtifili iif i>f Hiiliii' #4ili*‘^l|||'|ri,^ fimi 
Ihrir |irH|if*rly f«i lirnijiy ^pnrr, lii iiriiiifirf jnrtiir $ 

nvjdi'lit* liltIHrly, Itir mrmHp-$m-$4i nf llii*' Ill llirir 

mmhitmtmmH, 'X\m fnrnir i4 piiinriniiiiit iiiiirt? in ilrtrr*' } 

iiiinirig mm\% ptuimtmH ii,?i m*4m, biiliii|i> mid fiitiii «if I 

l?ryf*illlb, tin. Thm mfiirli mm i||i4*"l lltr fliiiltiiil rfifitfril I 

€if till* iiiiliiri:* nf itir* iiii4 tlirir iirrmitrinrfii ?irr rtt||w| ; 

Tlir m^irnnr m 1 ) 11 % ilifrrii»iti mmh 1 

lifi nf jir«i|KXli4't« %%tiirli i*rn tin Intiurr in m$\ vkm 4r|#-ii4rfii ; 

fin till* fiiiliirn nf llii" Inn ntiiy mt ! 

mm mlM ‘*«^illiiii|.ivn 

Tci mdiirh urnilji, llirti, 4« tlir «i| ttilifiliy* 1 r ^ |||$^ |#twrr 

rif Ui rffivt rlinttiiral I'nidnifly In tin* 'I 

vmmUimm\ im 4ftily m ilmt ifp* nmtirr m «rl! ! 

m ilw mmtmmtmmt *if rirtiirtil# m 11 imtm. .I^riir iiri4, larlii? | 

ati4 ulnri^* mntmm thm mtm* in 

tkiri^ ft? rn'riilil., ymi flwy ttianifrpl riitiwdy 4iffrfrfii rmriiiin rii|i#ri» ^ 

tim. Iliityrii? mul mti m^tk mm imt mily uf Dn^ ^*ii#r mm 
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stitution but have the same molecular weight, yet their affinities 
are different.^ 

There is probably no doubt that those properties of organic sub' 
stances which interest us as therapeutists are constitutive in nature. 

R. Meyer has published a most interesting article on certain re^ 
lations between fluorescence and chemical constitution. In this he 
calls attention to the fact that the relations between the color of 
chemical combinations and their constitution have not up to the 
present time been studied with the exactness with which charac- 
teristics less apparent have been examined, such as rotation and 
the refractive index. The reason for this is that the refractive index 
of a body is a definite number, the specific rotation an angle whose 
size can be exactly determined, whereas color is more qualitative 
in character, and, strictly speaking, is not a physical but a physio- 
logical characteristic. A body which possesses strong ultraviolet 
absorption bands is colorless to our eyes, yet it may appear colored 
to a visual organ differently constituted than ours. We see, therefore, 
that even in so conspicuous a property as color the physiological 
factor interferes with our gaining a clear insight into the relations 
existing between constitution and action. It will at once be con- 
ceded that this is true to a still greater degree in the complex processes 
which underlie pharmacological action. 

But it is just because of this intermediate position that the chem- 
istry of dyestuffs affords so good a point of vantage for our con- 
sideration. 1 may therefore perhaps be permitted to briefly outline 
what has thus far been learned concerning the relations between 
color and constitution, especially in view of the fact that I shall 
frequently have to touch on the biology of dyes in the succeeding 
chapters. 

In 1868 C. Graebe and C. Liebermann demonstrated that color 
was in some way associated with a certain denser combination of the 
atoms. If this is overcome by the addition of hydrogen the color 
will disappear, the dye passing into the ^‘leuco^' combination (thus 
indigo into indigo white), out of which it can again be produced by 
oxidation. 

A great advance was then made by 0. N. Witt, who showed that 
the color properties of a dyestuff are due to the presence of a certain 
unsaturated group of atoms which he terms the color-producing or 


^ Ostwald, Grundriss der allgemeinen Chemie. 



voiA.irrKii sri'uii, 


i\nii Mil 


** rliromciphtin* grnii|,. C thi^ ilruii!,- *4 tli*^ 

o{ rIirtitnr»p!iHn^> 1 fln‘ rripliT to !|i<!' u4imfiihlr #4' 

I iihHV, liow<*Vfr, ^'Uy that, a tnlr, th*' «4 i lir « 

grf)ii|i.M m ^urli ti<ir;> if t|i«- |,!,fMii|i i. |.;i|i fif n 

\«*r3’ |»our ill i'uiluni aiHnm. Ilniri'' r«$h^tr-4 * iiiun 
nr«* ntrr* iii fla* fatty tln-y r|% in ffn# 

iinniiMiir iSiriikii. I'li** «4 u rlit^nmnApn-*- |f,f*<ii|'i 

liiit, llU«rUi‘ hy if nr 4\r\-:. lIjiiH 

whirii piK^-rH.Hrn flir |■'ii^■*»^ll^»|4a»rr \ 

im dyi\ lirnniM* i! iih nlfiinty fnr l«ii tlis.v rriirnii 

Xli4/Ju tiflli,'--? II “rt4rr«||i-n|.fiii. ■ i.r , u |rf|| m |||f|| 

II IrtM^ Hlliliiljli* lifr inlffwInrr^L Hlii|jrit|,M 

ttliii’li liiivr iIh* j»in.%i'r tn ilr%rln|» thr tratmp *4 ii rallril 

CWifij. Tlnii^ jar %%r t^ii*i» lait niiinrly^ 
tlir ClU priiiij'* mliH'h jirrHlnn'*^ *4 im iirpl i■||||f|ir^rt, iii:;4 i|n* 

lllllifil* griillji %vhir|l }ir«'4fllirr?« Ill riifitf l«i llii?* It |:% 

friiiiifi iJiiii iitlw^r mil 4nriiiiiig iiir iinl Ifn^ 

liiikl#^ trill* niily Un un4 m Itif *iif grniiji 

lillti llil* tfulmil r»f Iml llhi$ iuf li.iV4r f||*i|t‘|||,|i 

tm KH|, iMlt^ X 

I‘rriiii rvf*ry f’hrnmuitrri, timrUitr, ti%n ti| f|)r» muy In* fir* 

iiriij iitiii liiMtif, im4 flrriiiiti%r liisi'iiig iiii iiiiiiJngiiti^ lii#iii! 

limn I1iiw 


Aral 

i HymMdmnmt ... . 

irrmttrm yr||iin|.. 
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tliiiiiwl ..... 
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f infiiisilfti 


it will lw‘ ftrtimi that uji !*> a I’l^rlaiu jawni ih«* if»iiii!*tij «*f ib*' n 


triami(loaxi^»lM*ii««il - l»rww ii , 

Wilt's oiwM’rvatioiwt tinly lo lh»* i|iits>ta»ti atjtl 


thi* titil twit «nly wjih ihi* iiifrfmw in aimrn JwMoa* 

Just inrntitinrcJ, but akti with ihu acctitnuiaiKiii «4 raflsjn 



nmnvAi c^ovstii itihx anm %rtui% li-i 


flu* iiiolmili*, In iiiiiiiy tlir rolof ltiti.H tr4 niUi 

vicilc*!, ili <itlirr it hrmifi. fiir^ tip rhrisji-'-tr % 

of till* rcMiiriiliri ilyo'^ fnrni-^lirH rniitiy «*i rlinrifO' t mi t 

llic* ititrcMiiirlifiii «f it tiling grriii|»H; rr4, iti- 

mpthyircimiiiliii - mJ vifilrl * lir\iiiiitiltvlrfwiif*i!in I4iir iinlri , tri - 
pliofiylrrMiiiiliii ■ tiliii* 

1 may ifi M*vrriil hi»%r iq*i4w4 

|f> iMMlil’H fillVHlitlffgirill lirllflli, Itl f-rp-ilitir, 1^0' r-% ■ 

aiiipil*, tlip i*'Htr*r4iki* nidirni, ft*ti t nn*hmUir*U\ 

jiinitH till* tiOHi«i|4it*f o tli»' ti’rtiiir%" atiiio iii 

lianir r«*|»ro'"*iiitifiK an nunhuim *4 ihr 

liliii horiri* ililirii |ii»rt»r *ml Uv tlir Iip * ifrirt 

hv nil* flint rfp’aiiir iN iiJi.r-t lirf tkr*« 0 |.tli 

iiiptliyhitiofi fill*' Irrliiiry liinifi rr»iivrrtr4 a 
liiiiiii" Atmhmrnnn U* Ihi-M thr f^iri iluil tlimnyii 

mHiiyllltiotl tortiliry UmmpH llir in nr* hroinr:-?., 

lor tlir iitiiiiirtiiiiiiii tlor^ fniturfl nirt*4% mi st# 

rrpiP^4^I .^nlllf'iility , Tloi^ iIp- intrrr»iti«'tp»ta *4 ii op'tlr** ! 

lioxiltnofliyi vkilrt. Ilirpr ikiiirf 

cni*r iiilfi tlii' ^ilntilr tiirifivl 4^ 

iiiptliylrirrii*lri icr«ti|i« iiml oiir llnirr inril-i'U ^trrn 

i.*^ a triiilirny^ -*11114 liftti *ly«* r^mtmun Hvr# *|iiiirtln Intopln gnmi^ 

Ifl tlii» it likr frinl.iir|islr irrrti, mliirti it ltirfr|«r«^ 
liiiifr!io*t‘ liitirrly in lifit. 

Tilt* lliiril I'nirlkm of Itir mmmnm* ffitJrrtilr, tlio r.ii#t'iiEi%yltiirtts\1 
grriiifi,, iin tin* fitlmr liiitpl, *4' IbiiI uh- 

ftfirtafiri*. 11 .?“^ riiii from llio uriion ol Im* . 

1 %'tiirti 4mm not Hua 


III, 

lliiyiiii ttiii« lirir’fly ftkoirinir! Mitiir «tf tlio irit*r** itn|»#ft«tii 
rofirrriiilig tfi** rriatinn rlirttiirnl 

I filpn #ifi |}|p }4iai m4r t*f llir sU %lnfh I*. 'I*f’ 

l't|r*% till* f*iitiflit|o||^ afo fur %t%mr It miil i%rll In r-¥*|j|. 

rtipfirt* mifil fi %rry ^iiiifilo r.%i>riif4r Wr hmm n lnriO" *4 

j ttllirli f!i|fill|?|i ||ji|iri»|irililr #vOlr?^l|lilti«fi lirr |sr»rl|i«|IH 4r'-- ^ 

of tlinr tirl*'!orioti*t iirtioin nm l.y iiit4 

fiiv^olf, tlii?# frip\ »4 llir riplirnk «4 «nil|4iiifir fiip| 

liOirif^, of Xrfirkt riiltir l«# tlir- 
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TlillHfiy iilliHviiigHijI|iliiiririirii| foiirt mm *'iiiiliii, liirfi. ii.^ i- iir|| 

liii^hly foxir. fhi* I<t\ii4ty i'-^ ^ ft»i ifir fi*H-iiii- 

inn -^ulfiiiiilif ariii ciifi liiktii in liirin* *|«#vr« iMtipmi iiijiirv' In 

liki* riianrirr thi* nrijiilnlu^ii/uir iirpin art* fi«iii-inxir . mi uIh* thr> iiirin. 

atii.1 firri^r^l if**m |4«'f4ol i|j,r «firtii«i 

hnmvr in'idj f-ttl! rxlnliit'^ tlir f/mnlnir f-ffrii,-, 

Ihrv urn fur int«iir-r ilmn !h«*-r «4 i4wtnA thr-^-v -‘■^iiriirr-ing 
r<*Ni|ltH kn Im |*l.ir«4^‘ rkrilin':i! iflrrlM If.., I'kii f>%j|||||4i», 

by tbiil thn nriil iinrivi»! jvi-'- j»rr nuirr %M\ir^t\l to MXisliW' tliiifi 

fill* lifiil ib-il ibr^y ?}irfr'f«ifr li*ii. iiliHlfiirf fixvgnfi 

from llin rVrtliill o|.*rM-Tliif|M|iiM m-l|ir|| I Ii!i#i Iiiiiilf* 

lUiifiy yniin^ l»rin'i«»ii^!y in i%dli lilii! fiiriiiHfi i 

very ^iiii|4i* I foiimi tbui tbr |-ioi%rf In ,^^tl:lltl ffoiy 

lyv only i» moiiII tmtnln't ni 4yf*‘», iio4 infinity 
by rnrlitifi birwir ilynn lln^liiiirrk lirnitti. liiiilriil f«*ib 

|iho,«|itllin fllivilliiliti, lliHbylrrii* bliiri, iif itii* urnl ill 

m4iirli nii lb«^ iaix#rbrf*fiir gf«ti|i„ niily om*, filn^ariti* 

fbw All li'liirli Ititiliiinril a r'lil|4’itirir uriil 

riiflifiil wiw Jib:-#ibiti4y rie^itiviMin*! I rxaniiimj ii vrtx- lurgi"’ iiiiiiiIut.. 
Whiil i« i*tijti'*r}iilly mnuiftmnt I bill m tirtimlmf'tir loit! f fiii 
jji^-,|^.,rly j^rnly if ♦^iilffinir iiriii# m-rn* iii!ro*|iir«i. nfurt 
III tlir fliiViioilifi iiri«!-«, llir alrifiiriii .wilfonir firi4>t^ itliil ftif» 

iiilfouir iirkb iJerivi’^l from mrlbylrfir lihir I'roin ili}% it llwt 

ill** inlroebliiiofi of Ibr glioX'n»lliefiliot|jf'*^| Iiri4 gfruifi rfiiifigr# ||ir fl|«* 
triliiilioli ill llir orgiiiii.?^rii rntd l'^■|ll''rlally ii mnnplH** flwirtir. 

tiwi Ilf iieiirotriiiiif jinrinTt if^. 11r mil ml nrfion nf n jmiwii i# to 
Im ifKiiliiiiiwi logimlly by wi iimitniiliiiioii of i|i«’ iiixir ifi 

ttif m^rvmm iln-irfnrr, llr rriitml |wt t#f itir 

tOKir letlori bm h^tt f|l•^lroyl**| by ilm iiiipwiiirlitiii nf § 

iiilfoiiie ai’iil mllml m-t* fiful ilwl ilie mJiiriifiti in ifixiritv m mmMlf 
tKfiliiifwitL 1 1 ij« obx’iriiw that- tiiiiler Itim* ollinr tiitle 

wliirh tin not. cni tin* rrnifftl ^i^iriti tmt 

Im prm*f%ml mtm*L Thun mmnUnu my ifir biwii 

daitnietivr jihi*ttylhy<lrm*iti aful Inmiitliii nlill 

ill their iiicifioniilfoiiif mruh} 

* Tte ftrlbf'i »f tl«i« in nut, an .ptftir^ m il» tufi 

^iim* linl tlik m pmhmk*if iln^ m %lm Im ili»i tli» mMmw f«4***l 4#fiil 
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I’Vciiii it I'lr-nr ihru- i- 4 l^nk: 

rlii*fliii*iil rt'ili^f itllt i»»ii utnl ^ 

ihf III ihf fftiitifUMm In tfiin nf*'' s|*%'iliis|? -.i I'fiii 

fifili* w!iif*Ii loiiK kiiiHifi. iiii«l i^tii^'fi, I . y' . 4 . 4 A 4 t‘'.l 

«4f-c*viciriil, till! wliirh iiriif i'^ rli-iirlv r%\nmn 4*-^4 
fi*w l4*%t 4if«ik;?>4 fill t hmipi'Ul »fr \\%w\k, mt*! 

II. Kfliiib). 

rrifortlllllltf*lv Wi* lill%r^ .riiit II iiif'rr I | |:t ;i| 

iirkniniii»fl|iiiii*?it «'»f |jriiiri| 4 f\ iiii*l iurnr-U^'nlhi ti»a 4 r 

i‘Dirf,*4 to giiiii II iii*r|sf*r tJio flio^ *b'’t|sl4i 

tioiL V trill* of tlir iiow 4.1 iit li*“t ir ^a|««Ii 

v« 4 v ff»r ■Myrii|»foiii*itir rffrrf;-i iio»| *inr' 4 i ^4.0 

f’ori'lillg loti Iih‘4*ji|fi4v 1 O 41 '^=%" IIm's 

in to liliiiiii' for ff«r iirorllirii'fi! ihy.'’; tm 

1 flint lirlV |^iilit*4 of rnii rji;;4v 4 t Fr 

diMriimliir lirr I**^'**'ti Iia ifir^ » ofis,r <■ tw-sis 

I limy f’lil! 1111.1*1111011 to ill** t!mt ^4 tl:.r 

|iriri«*ijilr of I tin’ll” nt triii|4«4|. ,1154 | 

pfitlii^ lifivr }ii*rti fifutmi ii|» III ftir 4oiii‘iiii of t #|.» 1* , a 1 * 
tlii.f< miliji*rl Itlmph' to Is^-'r-ftinr Fiirr^'ii mr-h't 

iniilii’ ii|ifi!iriitifiri r*f liir *|orifi»io^ of ifritiinfiit V 

Tit wlirr it muni mrlftiilfiitl ili?it tlirtr i»rr i||iliriili|i-4i 

attfiiilifig llirtlHmriifiiitiori rrf iliri|i.»iril*tit|fiii of * linnirni 
wilti flw* firriwary ilrgrw of im*rm$m Wr mn^ r.oi4rifif',if.4 

willi a •fircil.ilriii mlnmi! mthtimn i» iti only #1 

Tliiw wt* i^hitll ♦li^ritnn in n nmmmi. Iti tli*^ fimt of 

rlirrriiral «iiri}i<iiifwl..«, tinivrvrr, iiiily n of %\m¥m^ fiiri|ir«l#- 

givi'^ m liiiy ilrfiiiitr krifm'li*f|$|r„ 

Aiiiiiiiil mm .mirli, ilo nol ^i%f^ 11^ i^fitiiplrir- mlofifia 

firin rfiriiwiiifig flir m Itir ori'inii^^fn, itir%" oisl%" 

flit* ri^giiifLM iiiont i«* itir ntpl tlirti *mh lot 

IliriMr i^y>»f*»tiiH^ i^iirii m llir nrrvoii*? m riiiwnliir m wIih-I* 

«Ii^4iirl#i4iiri^ fif fiifirtiriii nrr r«*rogriiiiil4r, aisitii.ikl r%|*^ritiirt»y 

llOWIH'I'f, fiirili^itll*^ lull liltli* itlfurfliUtioti rofiri-fiini^ |j|i. Iti 

flic* %itiil fiiimii^iyinia* fttr in ilnw nr itiiii'f f.if4if»iify |,»liy«io 

ktgiriti iW'f fulfill iiri* irifijifilirfiliir. 

Till* iiffririlw.1 l#y |nir«* rlwmnml mmhm^ %rty 


h ilwilffiriritl III «ir»lfi#f llir fmmmM ,%1i ^ .Xll* pw«#|i «f| *.# 

tlie two amifto gfi#ii|» #if limififliii,, 


|.|:U ; 

N 


4111 


sit-tnis i\ msit mi\. 


I fell 


Hi 


■V 


il’u’ . ‘i- 

H-i ' 


P ■ r , 


I ' i 

I'i 


! 


If ^ 


If run 1 m‘ riirrir*! v%i%vth luily n %r-f\- nnii.U-r *»f ri’fifiily 

hi’iifr pnirnirili 

tlir iIlUUfmM rut l<*ll fhllt ll IMiivuU, frtf r\IS||.|fi|** fiT-rlil** *irriir.H 

ill 11 rtTluifi fjrf.ni!}. UH flit* Uniiii. i- *4 litti** iislnr,. Imi ilir> fint 
tril I1.H what n^aily «if fli«* rn%nfr'^! iiii|«irtaiP'*\. iniiiirlv, tlir Un-iikm* 
tifiii in flu* ri^ll rfifiKhtn<i*t-^ **l lln- van#rr^ MfriniH 

Ttir |»at!}nl<iihf'u! iiri*i hiHfobitiru! iirr far ffia’ifrr 

inilHirfannv. Tm \*r -airr, if f*!}** tmu^ thr f4 tli*- ir%i .i.i^w4v^ 

fjiif* will liMf lia^** r’rnit in tlnn 4ttrrtpm^ h»r th*'^ mmw 

hiiiiii! *”haii|!<"^. fully th^f^tirTntpm tlu* firj4ifi!i«.. 

t»f ilif* hl<H«h ar«* ||c.r4T'if'r, 

ilrriiriiiHlriitnl thut **ii ilir rnitfu! 

fillmv ftw* «»f nttm'k U* l-i" 11** ftli#*mr'4 tliiil 

rrrliiiti iihiiiy^t i4hrir4 f'rrluin fnmim- «4" itaritflptii 

Ilinv fruit fill |»«hrit^ »■»{ nmr !»•" l*y tlir |»frlty 

ipitinn.N t»f Ckilflf^riiritlm', t}m»ufh lie** tfiiii ilu* 

fiicitiir ^iirig!i*»ii rrlln Inni nlmniy mtirfml 4rfti*tfi'«trfil4r ffiiiii 

IHlIllin* fit II liflP" mluii p\n% l!i«* f.'!i#litr-%l rlmirjii i^yrr,|| 4 «i||i'% 

%vi.Tr iili.M’iit. In niitny fflhnr %iiliiul4r“ sfiir*rrtiiii|#s|| 

inny l»n hv ininii**" }iiH-|f4«f|^3ral in lliii 

rfiiifirrlinii I niiiy umtUim that m-i!|i I hii^'r in tiiirr 

nil aliHihitrlv Hfauifir foain-Jikt* 4r||^nirf;iiuifi nf itir liii'r rrlifi m ii 
fnrfii tt'liir'ti I Itiivr m*rn ftnh-^^lanrr In ntnirrui I fiiiiy 

ipiil fiiiit lilt* rlinuiir mrr iiai,n ati4 

fill* iiiiitr iir«* inf tlir *4 

iiijtirirfi t« rnrtiiin ii }«iiiil wtiirli hm iihwly rtti}4iii^«f'il 

liy 

Ill iity jiliiirttmitiltigiriil wlnrh fitr iiiii«^i|iilr 

puhVm^mm^ I Imtr 0vm iliw iiiriliifiit f#rfrt#ni«r, I iiImi 

iimffilml it fiintliini fitful.. I Mil %n !fi| ity 

m'iiirli ilnw nihrrwi^* liilutr^itt# r«fi In'* riifrii*^l «til miili 

Thi« iiinlhtui tin hmUmg mitli ftm. 

tiiifiii i rnrliiitt aiiimjiii tif ilir In |i i# thru irry 

i*imy fn fiti4 a %4mh will hill r}^* atnifialff iti llii* fhmmt 
cif l.litr* 

Allliniigh llti* ul llii^ iinwlff#' 
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III inv nj'iiiittn, iimvrviT, lliix i'i'inrnl lii f nh'il imh j. d im. 

jirniilffu. fur juxi ihi-ii* fjiciM fiiriii tit llir (uu !! t. iti 

fttnii.'il liiji I hi- rh»-iiii<’:tl fiini i iMU-i uf ihc i.i j*riii -, »i(<i uf 

fill- (-li-iiti-nl x whiilt fuKtint'.i- ilu-it), ,\i jdi-xt'iij ihii imh 

<ll)!v III- M)lll-i| !iV ihi* I-lllji|>iVIUi-llt Ilf >hl-< Mliliil- lit »l rtiittl l»<M Wr run 
n-inii!y fulliiw Imfli !(i.Hf’ru“irti!iir.’inv UTul I))irru’ti-Ii|<!r,'llh |l i't III 111- 
ilfjilort-il th;U thi-xf wliti h [mi -t-i'! ■ tnli n !ti{?h ihtliiifit- 

viihif- ,-ihiittiii thiix iiiT fii(ini| -’i* fi-w fti!hi-ri-iii'*t , ihi-tr tiii- uitly 

f-xi'i-jiiiiiiuiilv aii'l th>-ii l«it «»i)iii' jiiiriirtilur 

If rahliiix ;»ri- jMji-ti»->i wiih iht-i ji will !»■ ji.umi ilia! i-^i-n ttiarfi* 
td’iijiii- '-nuiv \)(-!i|h iiiiiti jnti-i'ix-.tinr' |iirniri-i 'Ihi-ii- iiti- n-riaiii 

ilyrx, .'ilihutjs'h imi M-r% ttmmtxn. Mhn h tiiain milv a iiasiinil-ir iiisiti-. 
*• K fat ;,r<- falii-<i " iiiuit»i|rM|iir “ I tijallv a <!>«• 

jin afltiiiiy fur a tiiiinU r <>i i.f firfi.-ui i, alihMOf-th 

fri-ijUt-iit !y it i|ii-ti haftju-ri’i ihai mu- |i’ir!«ri)!ar urtiaii it ?iia}n<-i| m 
an ifi|«-i-mlly MiHNjuri)i,n» niiinmr V«rv ufi.D imc ihat ila- 

WIilAilliilHi 1-1 *11 lit !t|t III till- haliii-y ii-’i|i*‘»' lall V iii IIm- i-uiii-tii aial i(i 

till- livi-r, ttilii-r ilyi'H, Kin h a-* a* ti«ii)ii(f;Mn*f' an-i tiiiiii-ilu Iniiii-lx 
riii*thyli-m> iiluf, thi-ir maiii }»!ifij« nlafly in ilu- ih^rm.l flatal, 

at ill fiihi'rw, iM«*lirni-lhyi|4i«-in li-ni* jiirii-n. ♦ttiiin »•n|* I-|i|||y iln* l«i iivan- . 
Mmii' Mii-li m alii'iirirt Mm-, tin* aiilitna\»lliiry Klntnl. i<t» 

Aliziiriri lihif. «tiiitiii>e l.rnm nti>| hiilni-yn, i»tairi« tin* »»ili 

ma\ill«ry «Ian»l willi w*fif>riiil itilriiatty n«arn}ili-iH nf imlvltnjnr 

itfsiiiw Wf tuny rtwtitkitt tiwitral ml «t»tl n Irnair ilyt-. lifillnint i jinyl 
Ithii*. fnr thm* #t«in tin* majnrity nf limly }.»ri'tirltyiiia itiU ni^.h nii«l 
aiiliarnnlly iniifnrnilv Jt in fiartinilsrly aimnlirati* ifmt tin* niaji.rilv 
Ilf lianji- «|ym whirh ntniti tin* liniiti urn nlw niriri-fl iij» l*y (ai iinifUi 

A* wi* hIbiII mmn ri«-iir*itrn|»i«m «»i«l li|i»»ir»»r.infii an- f«'hif.a| ii, 
ntu* iMinllicf, 

Tlw* viiriatinn in tin* Inrnh/ntinti nf «lyi-« fmtnmiiv r«,rr«xnji*.n.|.( 
tn mtain in-rnliiirilti-w in i|i«ir i-^i tiiinn . tin* .Jm-f j»,inti i4 
finn arr* iirniialily ki«ltw v rrirti-t, Im-r. anrl inii-iiuii- |n .xntratt 
U> lb- Kfi-al insjf.nty nf ilyi-n hIikI, tn. jhi J,„ J,«,„ 
lih/ariii. mi!iir*i i-iifinitii*. nnrl many gam sni-nn tn ifn- nttnarr 

i>,‘nrUum u-ry i-a.-ily, iln-n- »r«. wi-vi-ral ,nra|.al4.- nf 

lining thi- in»*i whn-li thi-ti-f.ifi- w-i-fii liy firrli-n-iiri* i.» b- 
!hr*ni,»h tin h,!** nr ihrnngh tin- inii^imal An «*%an.}4. ,4 

llii-i M bn/-.|,»if,,i|f,n, a %,-ty brg.- inr4.*r«iM rnti.m 4yr «-h*.h 
wwk' frntii liiniiniati .i iMlnnim ttinl niif4iy|jitiijn<inl|<miii' ». i.| » 

' h i<* |K*>Mtili}»‘ 11,., I u*i» |<(.en«.ii*p|,w, ran t» laiiv p»t,i4itw„| i.y u,,, 


rul.ij ill a >1 rjiii > 1% m%it Ml v 


4 IK 

.V‘^' yii#** ilmt 

ivxrrrtiMfi f iIm'- iiii|*M'---ril4r la “l.t 

liofiM Wiillh! l»r Im ^ihirli ^.vr 

inaj or aa*l tu IIim--#’ ^^liall ahVAiU m l|?r r^rtri i-itfi nf II 

|»lii;'-=ririHi|?4 vJlU;:! Ufirr . nr-.tj, ||V; fliry i-j;.'.* l,j iirfo- 

iiiiiifi! I»v m iL»' <4 ?!.**” 

,Htjlf|t’l*'4 \*J||»’|| Mi-f'iir III !h»" riJ'flil'sUMfj la f«*f||| *4 iili^'iifirifj 

inliaf|*»ll'-: llltu th«- lirifl«% tlir l|l.,al4l* 

to llinai|*’h ihr iiitiM'l lu4a*“V fjti-r, In ili:;^,, l,i*,»m‘^- 

i‘'\fT. tin* inf ilia! Ji^in iill«»m r^rii l|ir'‘s?.r fa«'4r« ii|i*^j 

,?^llliMtiitirr*N In ilir«ni|!h..- 

Till* i^iiti^iiry *!«* imi aiiv iin|.4*f liini paii m 

ticifi, HM in ?«hfHvn fiv th«* fnti thiii ilji- umimili' «4 4%*'^^ tirr f-aln'ii 
lint III nil rnlnml. iital iiitli mtiiiii nflii*na r- iiliiiirifi liltjr', 
till! Miiglitly liliginf. Tim uppiiiiiith I «'’■*• n t r-if tlir l:i<t tfial flip 
i^iiliviiry i|fiiii»i?i an* ii*4 %vr!l mhipt***l i*"* ni i.iilr^ijiurrw. 

willl Ilirp* Ifliilmilnr In tfi*’ r^rfrlinil *if *if‘ 

i^riiiill iiinliTiiliir lifimripr, lliry iriiiy piny « pfntmnrtit iiA^ 

m 1*1* Mnni frnin llii" *4 V'lmnn'^ !•■ g ^ fmifiwutifii 

mlulf*, rnilnri rniiil*iiiiitjnr»H„ und thr wiIi.m nf tnrrriirv In tlir im- 

mnfm mrim if |tiiftiriiliirlv |*iirfij4irfsylrtit|intiiiti* tJiiiiriln-l|iiifii.. 

}itn*fiylrfitliitii'iiii. trit»v4rn|iiirji*n%'rtiirif.#!ifi, uti*! #i||#»iiifir«^, 

wlihh mr ilmmuh ih»* mh$mi%4htrf ^liitpl nf riil4fil.^ »fi4 

lliw gi%‘t* r^r In iiiiirli :’'f| ififliiiiitrintnry f*r«lrfiiii, 

Till* liwi imimrimti rrilr i.i» ilmt try i}ip gluiifl^^ ,%i 

far im I mn atitirr itir ntily f|yr% mrtrircl rin ilip i^iiffurr fiif* 

ttiri^* nf liir f$hmplm mrim^ m h liy lliiitiiil»r'ii;« 
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f»xlrriJ^iVf? Ilfiplinitirni iti tlii* af iti** iii’rvniin hy^iti'in. Ttirti 

ifirrr an* f}i«^ ■wi»iitl«:*rfiil %iiii! tt-hirfi ihv tiinjijritv *4 i^rniiuh^n 

tt’if!i iii*iilnil ri'ti ; ihkI thr bi’aiitifiil .Hfumn *4 ilii-;r 

mliii'li fail !»«* I’flninl U'iili hrilliiint liliir iuhnim 4v'*"i. 

I rniiri«if fiitf*r iiit^» Mfill iitlirr iiihI iifipirtiiiit. iitiif 

flii,H rafii iIm tmu |*fniliiir r|iiiriirtfti'-5tir'» 

I«%hi4i%h htiiiiiiiit* tUv nfrif nml a imiiibrr 

cif tfif iiifiHt iiiu*rMP mtrii’trly tin* rrll |yiit«»|4a.'4ii nf 

flit* *4 LfifiMf *4 fin* f*arirrf’a.M. fifi4, fsirttsi'f% iiI-.m 

rrlln *4 n I'rrliiiii |*arti«'iilar fiiiirhiiii, vitri|*fil m urll m ?:ii4«wif|i, I 
mil |ii;iriif'allv tbaf in tlm ^a/nailur -HViN'in rfatain iiiti'n-ln 

ttllirii run hr Htlllfir*! llirf In' Irtjr hhir riMrir H ||iar i"l I 

riitrrti'wiiig aiid j»rrlifi|r^ mrii n rfiiii|4«-tr rl#i-airr »4 tli** Ininrfi fifir-'r 
tfii* iiiiiiiiirr t4 n liitatiirr, lln-n* nniMrlr fitni-r furiii a *iiir‘ 

liiiiii.H *4 tin* m-iill hi|t miiIv ¥*rrnr iiini 

frrilli mil* iilinilirr l»y *'Mlii|^liratiir|y ^nlr mirmiiln I'h*’ yinftiriii 
riillhniti^fi nf tin* tiihr tlirii fall fn ihr li«t mI r'n'iil-!i5 4i'r' 

triliiitrfl ifin.'^rlr iin Wr !|ii|*.t fniii- 

il'lial wtirrly nf irrnt lyirnrlv. Ilir Inrl llilit %rs-tn'| 

riililiriitiiiri iiikI rlriHlirr iirr Ii%t> fiiiirfiiiiiM ivlyrli nrr iih-i*iiliili4y 

lintirirt aiiiilfifiliriilly iif»4 liifil«in.ii^iillr.. In n mi Mriw-ful 

III r’tiiiflilirr IP* Itlb tilir t nifiiifii mlrr »lilt tit tiff 

ihim^ ttiiil ulnin inirlri rir. 

ivxartiy till" »r lifti-r in llw- rMiM* 

tif ilyrfi mmml'ml If m* ifilrntlnrn tilln^r i*f mth* 

f^liiiifw itilci tl'ir it tmi wlirllirr llnn^ lirr mrll ilrlitirfi^ 

tirgiiiiir «r iti«rgiiiiir rmnlmmimm. m mbritirr ttiry r«in?i|iiiiir 
^riilly mml liigtily Imrirrifil |irr|f|iiri.#, In grnrml 

'Af |♦rllhllll!y tiair ifi mmtm* tlmt mimtmmm mJiirli $m* rliritm'iillt 

*%i41 lirr l« ft irriit r%lmt |Milvlrti|iir ifi rliiifnrlrt Ifi iny 

aiplii^ m’itli M*%rral rntlmiuiwi'm rrii#lilv«lriii«'iri»lrfihlr liv itiniii'i f#| nilfif 
aiifi fillet ribtitkifi nm ftirrrfnrr rrft*lilV ff4f#i%%'r<h 

i liai’i* Itiat tlir npiiiiiilir hn^ir-j* m ii rnlr iin 

fiffiiiity tiff ifiiitiy tliirfriil kiiitj# *4 |ii*ri'fir|>yiiifi. If m lil tlnii 
flu* rliiiiriil ifijiifV iti tifily ffiiin I lit# m nti i^^iy 

ftititrmliii.it l!ir j^iivtfn|iir rlwriirlrr tif t|ii*r §1 fin^trlt 

%%lmi ri'nlh* it *4 «wirM% ilmi mm*mu « inifnliii nf 

IrsHfirp ilp^rr iirr Mtmr ifiiii nri*^ |ittrtiriiliirly ni im r#|ynl 

ifijtiry, T<i wlial miriil tiitw*r rirrtiiii,#tiifirrm^ -^nrti m lyiitirniifiii 11.4 
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tlir wit !i *4 i!}*- nj ^ lir^^iii-iSjin 

jioif40isiri,|!), «4 v, |i«-r?ih:iiiln'--j $4 * hijnf!;il .mij, » If ^ 

t!ir in nn\ U- «ir^iivi-4 lit* 

find l^\a«‘llv fill* ruijdif t** 

IVllirillH fi-»r i"\lllll|4**.. \r%: tlir* I||ir|ilf% fif 

Iliiilit/.. Uhiix, luid I'-; fii«»?iM!rNp3<" 3i3 liiffhlv '-ir-* 4 Jf 

Hi «4lli*r unuunh, , rt* !!>«♦ 

lirr fiiih-' in tlir IniiHi hnt hi h tiiifnU-r « I f fuT 

ijf Ir^;^ Illi|^iftl»liri*. Hnn fft,r iiiMlfifirr, 

in itniiHii thr mtru^ !|.*«” in- 

ji*rtf»tl HilUriif iilii'tinH-h' tif |fi flir 

fill*! tn II rnrfiiin r\triif hi tlir nibtriM iiHirli liifjfft 
rf*f|llirrtl fur I tldrr rH'*i|f||;^ill||r|-^ 

jilirl nf tlir* h liiid liMld ^4 l»v Up* rii?i fiipj iIiiik 

ili»flp«ip*,l fmiii I hr pri<liirii?prr 4 

Wr ttiiiy |»i*r!m}m ri-i^iinl it m ii iimtirr *4 tlmi itii*w* lam-» 

<if iiiiifiiiil fii4li*i’ti#Hi j'lliiv iiH iffUMiriiiiii in n}} |*ii|yirri|,ir kiili. 

istlifK'w, fifiil itiiii ivp ^diiili gniii a mmiI tlir iirii«f| *4 drugi 

tiiily if m* rriiirtl llii» imtnt «*ifliriiHaly. If. ff*f fi,it |i» %f'tiiftt»fi 

the* fw% II {niiMHi iM kitfi find if liir i*.||||||f 

fitiiritiril ttf {niiMin frr kil*i t#ply ivni^ht i-h: iniri a inm mtmmi 

fiM ifitri II vi*ry frit 0111*. it 1-*^ rlriir ibni itir %liiirp «4 uliirli fiilli 

iljiciti Ibr* briiifi Hi Ibr fnriiir-r m liitirh Hfrulrf Ilian m ilir lg| trr. 


IV 

W'f» mn%* tiikr* tifi f!«* i|ii-if^it kiii m !« bum' iliin ^firw<| f|i*»tribiitififi 
m*mm. An » riilr iIip n*m-h tbr ibfipigli i|i«^ tirrii« 

lalirifi, iiiil wr .^liiili lliprrfiirr fir^l muh ibi* ifif|iirtir«^ *4' i|w" %a#riilir 

nynttm mt thin Sntriimimn. A bumi-i-rr^ 

ifiAl iiittpitigli itp^ rirriiliilitiii tiiii%^ llir it r«fi 

III fin mmf 1 m» llicf miipi* nf llir t-jirii-’il fli^irilitiipin iIim nl^n-r. 

Arrcmiifii let Ibr vkmn hM iiy tli# fiiiijtiritf t»f ntui 

iiImii by ihp ifijii itwMmimn m wlatii rngnm sii i-im- 

plmwp fill mmmm wiihm t!ie* afttl tmi *#fi tlif- iiwrnlftr ds^itj. 

liiifiiifi. Fr»r tmmmph% if in » riw» nf iainnlirr* %r fiiii| ibni fin*' lir^m 
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miv liiliniliifi fw*! iitnir<itr«i|«ii*. In rrmit n fliffr-rtiil % ir»' 

l»r‘f*'ri |»rfifriiil|4iit«**i* ttv n t* 

ri’ilf ill fill* lilt i»ri **f li» tin* ir-rn'rl %%nll A'l ii 

fif fin* invfi Ififig wiib tlif* vitiit'iv «*f 

I mu llfiiililf* f<i tlint till’ «'^rr* 

r*ivr»-s ilifTf*rii'it fiiiirtinii?? in ilifTnrrtit tiiiif, f*-»r r%mui^h\ 

II !ivf*r f’a|ii!liirv in |tf«riii*‘al4** fnr mini'll mil! u**t 

I III till* iiilirr Iniiiil flit* i^Iiivh u vrr%' ini|^irti*iit 

riilt’ ill II iiiffiT«’iit tiiri't’l iitii, r»iii bi* -ii'rii fin* 

ili|^ r\iifii|»!i*. \fifn an*' f*'4 iM'rttrtlimt In iiiv ^'la;;r’!|jl mitli 

i\ «*'*» nf |iara|4iiinl«*!i«lia!inu tr-iHiiaiiiin, iIip*- 

Milfniiif* ariii iififi iiinrraptiiii nf |»iini|4ii*iiiyl«'inii.4iniiii . f ii* init 

tlif’ ^rrv |4‘'rii|iar rliaiiin-'j nrr in tin* 

Tilt’ fiiirl.H Htirrniiiniiint tin* ffniriil frtnlnn nfr inirm-.rl'V 

mliilr till* i^irtinfin iirr ir-amllv nfir?f;iinr«i I ir^iiirnilr 

flir iiMirgiii rif flir* Mlmn afiil bv n in*nr 

tififi, At filin’'-^ I liii\r n}.f*.;rri *'il iniinlar * in ntip-r imr-j* ylaf 

filillP'ly, III »»f flir nii*f 

i^riijiirfil r^iiirtitiiilpin ibiit itm nm n ni/ii* *-4 mfiirri. 

I lull tlii’rn h ii|i|nirriif ly ii brnmn nifsinmi? *4 ibr 

fip'si.^ ill i|iif*^4i«in Tlir iiii-iiri, aiiil n 

ftifwlrriiln th%n^ nf fiiltV i«li tint il»ffr*|iirtitlv 

r'Miially iiImi thf*m m m rrriiiiti m%%mmi «4 fn”j^"ririniii. Wr firr nnl 
ftriilifig milli II flrrivalj%f» nf ^ t'»ti llir riitilriiry it m iinirli 

itirift* jirnlifiiili* tliiit m:-r nn* lirnliiig willi m liiMlily 
prmhtri nf tfii^ |iiiriifitirfiylyiifliriifiiii,’^ 

Tilt* i|iii^4,infi wtiirli tnm m in tlii*i nnly jiiiti 

fif flir nitwrlr^* a vi*rr #fiiall fmrb ttii« %‘iliil ^Ifiitniig 

If %vm^ wnifi fliiil ftis* grnii}^ nf nlfrrlril iirrr iirmln* 

gfitp ill filler TlltW irilti inirrlitiint nf Iii«4iii'lrtir lifiir if. 

t Ii ifff r'ft|l#Tfllllf In lifrtf’ Ibnt ^ hI ll#r* Iir’^rdi 

tt'lnfli lilt |||4|4« ||it¥ ilifrrtifiti II I# aW# fe-pty «lrrln«i| 

• ?|«» irifi lift.# •i||f%r«H|»|i»til|y timm r^.si-|y bf l|ip 

Ilf I InlifV inirffiKl 4ft %a4 %|||^ li ;^i:i ■ |i 

m'jift Ifiiffifl III »rfilr|y ^itli 

mumhu mhp !♦ »rrr ilit* il-#* r#4i#f 

wlirii |4ff#»lgli! If# mt I »-«t||i| r#|| n* ilm Imi tb#! 

Uilli »iwi r#«|A«yp*|^ Uf 

fnf inir mpI bbp ^ 4fm imf l«lr «iii4 f»if <rtwr4 4|fPi 



|i,r4 m *- ■' ^ ^•"' nf 

nifti|'*!Hr -^^mn hi < . .t;.i t . * i-'^it' ■■ - ■ ■> 

i-’i i-»i*’'t'^<'^', ifv^ ‘ .■■..<».■ j* -■ ^ . i . :i -i t , »'...*is, iiticj 

ifil^ llj<l?^r|r^‘ *4 tl-ir «• >«'■ .i;^-t->i '- 

ilfr \rt'. -r - I r-.;! j - . .\ . r -.r | 

I'lriririiil*’ ^1.. t^r ; 

l*» *|r|*('’f'^4* !l*^'')f ^ .;* • r. '• ,*'■---<•■< ^ K. 

ili»|4irn|^f«. 

r«4r4|t^|tr II ll1Jlfisr4 4r'1jt^.in-r ‘i 1.r-:,,U .Vf«- ^,Vf *^liv4 

\Mlh 14*'t^.t<| fhlltl ’S*’! | ** --f 1 .^'S ■ '-*• 

\l|f«fjillv m hu- f.'t--!' <4 ' r ^n 1 1.. 

ill, II. In li'i*^ ^^fri4trr li.--t-^ '.^■l'' -v-n..' n. 

|♦ii|lf'th'‘ *4 n%y^ru, ul!?t A.1‘-.<| -■..1^, rt nsil^'r.A.^" | f,! iSi, llti* 

mrmhitnn. lUt^fr r.-ri m’ i ,/t.i, 

With ihnt^h-^Tr tr r^^Vl r 

mikill, 1'^ f|Jl«f‘airs!r«| nl'^i ll>r tx •■■« :«•-. * 4 ^ i*A f*’lli' 

tilllfllW Th*'' ni %hr^ %rrun<:k cr^..d r ^ |. .1, 

llir $mm* ir .-',,.'1 ], ■ ! I'.-c’j •, vir |.;h^4*' 

tlir h:m4 ^h*' « 4 f. 

|«||lt|ii*t|| *4 tlii*' ^4hri 

All Ilir^'^.«rt||l|f I'rtil^ral’-iV |?r'-'^rlt ;t,^* li.T <.tnt,\ . » ,.1, .,>4 rtulrnlm^m 

ill ill*’ r-lla i^- >'■'? r j-t IT'^ ,r,..f^ 1.-: .1 . ll^ 

|||%‘litr«|4|r uu4 %'- . .-w .i«|»i|f'|’ 

III tPfX-WMi ;5'fM<''U t till-' •! ,2*1 » ^ fv<< If** ' *! I^rf ^ 

It mmihi. 1-^ in 1;.J,1 J,.!: i .,•■•, rt r 1-r hi 4 

|’ri|Wft« tipi^’t -< lix 2>, ♦ I 

||,% <|i«?rts'U *-4 ',; <'s f* 

|ft||^|f|«|$|% ||c!|<4tg *$ *|i tc-* i ** ■'- l4wC .v•1*;5^> ^4 |#Mi»t#Jili|* 

Iwil nhn tm lilt' *'4 ilx i- *%%€ ^ 

fli^f v*t rli’cisla^ lM*t|if*| ^ i hi i' i s 

Iftg »li##tiH,l Il^«f4 «4 f€h^i ‘<t*r 'tW|, # 

t||ttSS;rll« tc|'H«|«^| f.^f. ,1 5 # f 4 ^: 11 2 } ^} #f»ii #1 

filWwmi**’ tlirtf .1j4-»>r 4? *Jl 

tllijn itil^«“l ill mm'f'tr UmiM 4^^^ <f 

I ||g4|r%r lll.il IIhp fir^t-f ^ f^| 

ii'i:* rfifi*| 4 ji«r ihp it 4 »|=^< » *4 1 ^ « ill 

fiir t^iis<fii|*!t*„ ili#^ ^1 <s I 

»fi4 nimpm, Mmi 'rf in 

## ^llijl Im^i to r^fh^4* 1)^1 rt«4'.nc« 


A i■ 4 lt‘< 1 i^|t| 
I t',! iSi, llii* 

t ,.4. if « 

svi r '■ j'-‘' 4 ^wf^, 

'I .;. 4 # i«i l,ti|if||i 
• I . 1 . r tiitfll^ 


> » ., 1 .; <4 ^ 

r,,.-r^ I--: .1 . ’*<•1 

/X 5 .,'. jSi< ;| 1 «r»<| iii|»i|f'|’ 

.!: 1 :h hi 4 

»(| 2 >, .?1 1 rj-s., ♦ I 


roWriTTlOS- AVU Vt M 11*:* 

JKW.! ui thi- NIIW rhmi.iral ar.- i-- .i.H. r. i.f 

it. fli.- v=,ri.m. fh.ii.-H, «)»•>. »<hv 

Um musl «1.-- « r-Kar-l v nnat.-..- ^ H.. 

H 1 I.I ii. tfH. .l.-ur...- i.. «!n. I, 1 .=u. 

alnnaiv r.-f.-mHi, A>. .. -I m.v -M.-wm-nU mu 

iim I thuJ .•.■rlruri i-f-rij 

rh!»raHi-ri«->l !.v » i.iirlnnlar % >•( nitih 

aixl Ihaf Ihi^ " .-jH-mirnl (isilx n ’ M tin- Hi.’ 

fmirlx.i.H WhHb.r v.r«. nm 

VHhir f..r t!.r <..rl!..r »( iIm- ! 4.. r.-.f M»m« 

l ur lltx IT' <■“» I ' lm!l .-..nJ. i.I i.n x H l.v mKiirkii.f <h.- 

.li-.-uxi- nf jicru- i.r imivrl.- aj-j-nraHn. a. (»r n< i* aff.-. I ^ ! ji»r 

limlat I'riai!.'. d.-a.i parnh ■ i-.. ar .i-!,!.- |.afah>a .t, 

fri.in .4 « W.. .hall hav- !- a-M.n- >1.. . m.i.,,..- <4 

!,M Iiiaiiv ihff.r.iil !\]«-< "If n>i»r)i)..|i na »>• 'at! 
ilifTiTi'itt "f ‘ii i-im* 

ThiM JiruiK* »!•' a fitrllxT .^n* .tam whali 111!; 'It- 

InhuliVf lli.TSU.v, atwi Uia* r« -oin.U 1.^ •■Ia n* 

iral rliHMK" iSa- H ja- .4 >4 » «!*-■■» aa. .■ 

Tliii- ran r.3i.l)lv la n Ua- If i-<t 

rMuni.1.-. a fr-K )•< «»*1, i.,. < 1,‘. 1.-,..- l-h,. ih.- i,..-,.' 

II!. 1. will kw.itii. will l»' sn •t».- »*!»».• .11 

nil i‘n.ilv -.i.Uji.l.' ilv.-Hitif! « ..rufiK*' i. -‘••M.-.l u, «!.»• 

iisislivlaJH' I'hia «. Owl a krr*» rMtiUo. i« 

l&lll la- ll*»l th.> ll.rHi.4tl m( Mirh « f.«. j.rr«|..r. *. 

H«II1.«K .»f th.* I..*rvi- ilt-nri- H.- «l..* r.,n, I, «(...<>. a..- 

(•ntif.’ly **• w.' f»n4 tit tlw at»Miit»R *4 »lf \ pf.-jni 

mnt.ji# 'I1»f «ly«-a l.y llwtiwlv.-* «t«in fnt.'lf., »(*.• 

.4 ifyi*9’ will. .Ivta*, I tt.l** 

hiH..I.»iJir.iJ t.Thi.t.t.r »m«M tli.- «»»«.• 4v.« ln>-k ihv. 

|,j«ija<rty t.i It pr»*si*»*r «*r Uw*. tlt-ur.-f* In la.th «*- »r* 4<aht.y 

utfh M (h-trilnitirtfi «4 III.- liUw* »»»•■ !»«i4 4v.< (»i.4 

tin- liw. 111 ' Tbr Ii««tti«. II.S S««4I SM i!w' a«'i4 4^.-<a>*ll b:»4«- 

.'in fiffiJiiH lor ilw* Itlti.' I( «4 »»>*■ •- «» 

fc.ri .it.-r, Hiov will la* staim.l M»m-. iI »b<i! «4 Hw to-x! 4v*- x* Ho «, 

I he «iil t»*4 ’ 


iti «>«»(* tl«' nibeialHTi** a»> 4»rt>t»i«)i l«f llw. *'.>H «t,«| ««.» !--» 

Jl»' .Jy.- It lliP Jattri UWltdtlWn tobt«*i« tlw* »*«*.*»«»»•* «< t*al. . 


•m 


(’cii.hKcTKU IN nnil'NiTV 


III \hv furth\ Muf* l»v *■»! *»r:i!irr m* itnifi 

11 Itlli'liMl JirllMfi ilJ it'-' «■’■■.> I'll! ml !*;i!i^j*-. i f"||iiiif|i4 

lli-k nf till* flHiili* ctf iH'tinii (4 ill*'* 

llii* itpptiMili* hi'hauni, hfnir^«^r, iil'-:** ormtH. imini'lv tlmi flu* 
Inc’iili/.iif lull ii n- fcirt var- I if 

islih" ilirHurli flit* ui n 

rcilllhlllllt 11 111 , i*\ffl t h*' rlfr’ti'i ft' %\illi 

t!i<^ fir^f utnl ism 

lir w'nli l*v fli*' m4 *4 ‘'t f«#i 

ill llii'-r ran ihr jiiirr<i-r-ti|>i»'al «l3-t I'llai! |Mii lir u tiu'iu*^4 

Tlir fiiilini. iin.” r\aiii|>l«’^- ar«^ tbr rr'^-^nlt r4 tlir< *4 : 

I»i-'fiiairb tli** r%U-thiiM ji Ki'tijiin 

lUiioiiiil Ilf iiryr«4r«»|*^' r-:i^‘vu4h jn tfw* *4 tin* 

priiv iMiilft'r * 4 ’ hniin. I'tii- aftiiiit% . .. r-* a-ni l«> 

gnr riH* til Ii Htaiijifii* *4 ilir |«s-ri|4irriil urtir- r'fifiifi|f^; III a fpit. 
Iiartiriiliirlv ii ?4iiiinii^ *4 tin* luifli^. If, l|if»i%'rirt . a frifg tn 

ifijrrtrii wiltl li *4 ilirllivlriir |.i|tlr iiIkI |■||•^||lrlrr■^. lifi .11111 

ft. will Iff filtitiil ttiat- fli*^ ?4fiitir’«i n fiii%rtl 

Hliiiiiir. I1i«* I4tir \t*ty r«*ii4ilv l«i'wrf» lu «t4*»f liiftisiifli fi'cliii-iitifi.,. 11.114 
III fi prr|mriitir»ii iii«*tiiilr4 i*ri ii !»*.!i4r mu\ Maitrul wiili n 
fill* liliii* rtiliir riiii Iw* m*fi riij*i 4 ly niilr m |»tifr 

lirinvi'i 

Tin* nlfif*r r^iiti3|*ln ih f«'lill trn*rr #irikiri||. If ti riil»liii m infiiwl 
witliii f^nllitiini i4 iiirtbylrip* lilm*, iiiir iilw-|iyw im4n rn'rll-iiiiirkr^i *it|iiri' 
ilig. i4 tlir' |iiilirmi>^, 4nr l«i n #liiiiiin|| *»f l|*r‘ iiliii 

jirnlii|#!ii.wiii lif tl'ir mhimh *4 l4iii|?*4li.i#iii^.. In n** mw' |iii%p 1 i!.i|»» 
II *4 I til* lirrti* Iintlri lliiw rfi|p||tpji||,ii, |f^ 

lii»W'’rvrr, iwr riil4« tTriniri i4 llir tf'i|ilirii%1itiri|»iiii‘^ miw 

III ftir fliiiil mhmn\^ tlyiti %vliirli in il«i tint fttiiin lltr m^r^m 

muim$ii, i truly tmmUiul #t»iiiiri|| «f tln^ tmtr nptmmtm. frrt|tii*fitlf 
firrtiri** Its llim* mnii tiflinr mmtm rm< 4 m | I tint W'r mm 





CHEMICAL <*<iXKri1i'TliiN ASU i*ll AlCMAl't ' \L ,1* Tfii^ I.C* 


V. 

The* ffiiriitiiili ticiw ii> !** ti**w %%r rfiiin^i^r l\'m rufi tif 

I til' Ill riri'iir. ft #i pnuri tli-it %ti* un* «|riilifif^ 

ttitli I'lirfiiii’iil III t}irwi*lt-4 *4 t|p^ f*‘riii. Wr fini-':!, 

Iiini'’r\ii% in i|f*fail I !ii^ iiiitur** **i iilfinit ir-.- In ihr*, 

I fiiii^f rfii|i}ia.’^i/in tt'f' iirr f^ritiiiirilv mill ■■’■ailnf ■nii'f-.i %ili|r!i. 

likr tlin viifiiin-i iirtitiriiil nr*” u* tlif’ 

liiil \%illl ft fiiiLl nifiJlLli' t 4 |is|i. I 1 ii" liittr-f tt||| fit* 

li\ t ||r|||’--^i'h 1 --^ ^aiLv-f‘«|l|r|jt Iv. 

Ill*’ that ill 1% hi*'ii tli*‘ ntp[ntn’'Ui i-i % if || 

iii*iifff'r*''f}t ii<ifLf“r imisI i«*ir in fh;inir'tfr. t** 

rt If r**'' I »mi» lint! t** tlnir p-iii. %i»' ii.HrnL*" t%** 

iiffiliit 1**’^ Liit m liifii lii'M'ii } I*- 1» iiuirlfil nii*! lintiilv 

, III V t h«' 'il'IMn-; fniir**’ 

!«ilii*ii, Lr!i/*il: n tnitnLfr *4 'nirL sr- iiH'f'i t4|4i«‘ ■ 

linn . IliJilIV r?i|iff %%Ln'|| nrr *■ iiiir 4 *irf |/»'4 h% fhrii ;il in • 

fliffrrriiri-. laii*L' *4 rtCf^r-'n 4 nniiji«'r 

i4 fitlirr nurr'iftinf^^t. '|Li’ L*--;f Im L;*> fL/ii m tiir-T#- 

iLr *4 lii«* 

f»ritlilil!«-lli, atwl tllfit fill* |irr-.^^rfil ifi I In'- fnvnii* 

r*i|i’^l||i|rtllM lirirliiifi|^»*f| |iii4 rliriiiiriilly , Hint In 

im\\ till* plmmHmmftti m **iir n( rji#iitiiri nrirfin. In it 

riifi maiiily nhmft itiiil iill r«|ii|irnifi«h 11 tii-|i|f4ii 

Intiiillliliriii ill iIm'* fimiitiM-, tin* rtf iiliirli %ir' ulmll mmii 

i uliniilii t«i »iiy n rfiiirrriiitiii! 

Imiariml mth «4 Tlir ulni ilmi 

riifi iiri wli 4 y Ilirtiiiili riiiiirirt- iifliriiii*f| finitiv 

tfiiii4 by tliirlitii?ifii in IhMK ^rhm$rik4m^m in l^^l. Ilnritfii-'k m lm:i 

llflii by C;r|ifii*rL Tlii'* biiiipf III III*. 

fiir Lliin Mwlirm, Vfil,. X%\ nti«l tlml tbr tintiifr nf 

Hr fbnt m tiintily ifilrrr’^^iftil^ 

rm* Ibr tiyiirnryiiiiir nrjil iiri# mn -mrh:. Hr r^|i}iiifir*I tlir rrjtiifl t4 
Ifii* |i#%ir irinifi III ttif^ bilifim'ifig iiifitnirr; 

kmm tliiii rhmmml prm%mmm nrr rr«i»r«lt**| ^^itii|i|y ilirfingL i|ip 
«if iiiiiiiiiiiil Mmmmin #4 pmmr mr$4. fhm n^lir urnl 4mm 
iifit yirlfl ii|i iiM mymf tn fiirtiiir irkl iifplrr rnhmim-^ 

hvumhy if ii itiifiiiiiiil «iiir*iifif nf jiniwir nml i«i jiffwiii It 

m i|iiili* liiifiiriii, I tlwi III tlir mmrnrnK kmhfy 


I 


4211 f’fHJ.rririi .-n utis i\ nnu \iiv 

IiIh* ) ;Mr ip* 

til yii'*l«! ii|i tiller i».\v|ftii in ii\ph/al*lr funih}u;iti^in>: |.nj.-ir 

arid in |irrM‘iif. cnur rim'll tlimk *4 li^dih ti\idi/*'d ■ 4ih 

an nr rnrriiT^ id i Prir-^a*- irid |^*5 a 

thrrrfiirr nti intrriin! mfU^i^uVum *4 ihv '' 

Him cliHr«»^«*rv id rfnitiifi liriniii rfiUf^jt iitril i |jr *tir|j !#im!irfi 

|>riif»tnif iii|! ftir liiVHti-rv *il tli*^ ipii<*ii *4 lnr^rvrr, 

lilTiirdrd tin r\|'4i.iimtiMfi im t<i ihr nirU\iH%n 4 r\ 

liiliifi'd all rlniiir a**tii»ii.. T'bat min iiii'' ■.•n*|^ 

uliirli, firrnrdifjrt alr^*»Nin”h" ifidri^inaldr-, fjiniir'ly 

tiir niiiiirtiiMii atijoii nfid t|niridiiir»fi in il^v I 

diillk I mil Jimldii^fl III rlailimm ?«* kr th^ iml tn rr'n»||f«i/r llir figl'il 
|iath, fnr in Ihk 7, in iiiv iiriirlr i*n llw S'^niiilrnmrm 

iit tlif SnlfdiWir Arid tlnmp ' iifi l|«»r»||i%|:irfli% 

Jliirrli, IHS7|, I iUmmmitutv4 tliid fii’i.if*tf r<,i|-jir nrr dr|»rivw| 

<»f tliiH |irti|M*rl-V nil tiir lidfiilmti «»f llir |C%rfi iil 

I lint tilfir I ri'mifiiiriifl ftir #4 ifir dtr*-^ iiipI «4 ilir alknlriidfi 

ill llir Urillli \^4h llir |iritiri|4r t4 llir* |.«rfiri*dtifr di'liwl 

by Stilled If tii, m|irrh^irjg iiiyndf m 

|irill*i|4r i4 limir^rd by lllii 

ilr[irt|i:b mi tiir liiH flint liii.*^ir r if, |ilin'|wd?r, l'■lr.,_^ ,|.ifl# 

grrirriilly firiiilv rmtibhird in and Miliiimfn., mid briirr r'%iriitii’s| 
\villi iiiffitnilty. tbr mnn* rririily :dr»li.rii 

mil of iilkfilinr oilntmim. Arid *4 r^nirw,. #*%bibii r%firi|y 

till* iijijumitr \n4m\mf: thrv ntr lirld bmA h% iilkiibar Imt 

rimdily Hivrfi Ilf# by nrid iimliir If iifddy rif^f iriir«-% iri 

llir i|i|i¥'t.iriri tiri*lrr lim.niH.-mriii %%r riiti trinliiy tiiidrr*! mi«| n'liy b;mir 
dfm liidiirli nrr imt }ir4«I tiiirk by llir hhmul tliroisifli ntiV’ rlirimritl 
tflifiiiiii^l nrr r^|wn’iaily iaid i»«44 «f by briiiii. iilirfrn^ i|ir firi4 
ijyr^ iifid tiir aiilfninr iinda fm-iiir|i nrr I.««ifi4 by aibulir^st *4 ibr 
In fnriii iiimI arr iitirlriftnb, it i^rtri rtnrily ifif» 

c» ji|awili* 

llf^lfl«» tliia I phriiti^l llial fat ludiato lik#* Itif* l»rmlfi^ 


^ «|lii^l|r|fi rnriiw 


m Imi, mm mm* in ila* rtmlifiirfitt »m 




♦ 


vnmirxh niXHTirr iPiK am> umu.m miiiiv '^T» 

tlir rrintliirL Britli i4tihHliiiiri-4 run |,r ♦.nt \%ith t li!,*f*i 

forili. Ill* ri*frrmi tli»* **l r}iliiri»fH|-|ii Hi till* ht:i)U 

fiifiiillir fiit-liki* iii tlmf ir^ ! hnw f«4 llii' 

iiig matter i*f fli** iilkal«»i»!H, A %%-m lUm ^rriirr*! fniti# whirh to 
| 4 fliiiv tliH lirfiiHi «*f till’ lilwa-r^tlirfif ioiir*! in tlm- Imiili 

TlirM' it ^vill l«* M^rn. urn all rradilv ^-^*4nhlr in 

iiiiii fiit-likr rftrrr‘-p»ii«liiiK to tli*ar |4 iV-hi»'o rhiamral iniiriir ^ 

Till* Iiimr\'rr, %^vn^ far iiatH* roiii|iir’\ m tln’ larifo 

Illllllln*r <if %%'liivh, hkr 'ailnHimri-t fr , ifir 

iiiiti|iyr«^tiri4|, Bfiil f.}ir iinot uiri*'4 l«a‘ar niiIoI ikr 
alLMlfiifBl, an*! tfiimv lillmto m rfir4!ra.’H to ilii- 

ill* I iffnri'iit yi*lir'‘ 5 , not iiH'iinat*!*’’ t^f -jviil Imt ii iilH 

%Mt!i t}ii* III art n I *»iv lliat of t!i*' 

IkwIii'h ill f|iir'Mtiofi arn t** nnitr nf tin! mall v roinH il iirnf 

fif liir ri4| or witfi fim hwun |*»rofo|4a;:ni It n uU%H*m ftial ar 

tl'ir |irnto|4M>iii t^i **♦ 1^^111 inafn" lainl’s «4 afoirn*' 

grniifiM %rrr an4 if ^%iv' rrrtionh 

jiliinf4il4r U'lirii I,o^v a.'sr'ril«f’-4 a ro!*^ iti Ibr *4 

|wnHfiiiini^, If* »r-l| al4i" to a*'t Hoi *' niaHgt -1 41^4 t*’ 

xnirnlss-?* Irini Iihii t*» *'ofii-|n4** tkat iiitlirr*«4l it nurt poiliifli al4r 
Iiv 4 n groiif*-;- I'lr \%lm-h |4iiv ulir-fpii sni^ *«i 

fill*" Arnor»|in|.? iil| tt'lsni* niiti r«»iiili|rf,r‘- 

v»it|i !%%'« rip'liriiB urn lor tlm' |ir#*lKi|»liiafti , ih$-' fmiir'f 

I hr alfiiiiiv tl'ir t^irnngrr tlin iiniion, 

Agnitr^-i tint tif n iirljori «»f tiir 11 

of rnt'il'V fiirl-t niti I#* fnrwanl. If 

livifi* iifi4 iifiilffi l*'ir |4irriylliy4ra#4fn Hr j nrr itii%rifk t'-*^** ■^■■•*4'^ 
mil rfi||*iriitr lii Ifirili ll firii' Iwnon Inlrfiairilil*. 

maitrr ^^r|iliriifsti||. »t *Ip" ratlli* llllir. Tliit lir'ii4Vln'lin»iiiiilit* nt a 

* If, If* fla frlr;t I ^fral «l#n.'i|||rr.:a cifp'r 

till* tin' H lian® io 

llllPf? *^npiirf} Mil 1 I |#*it#ry H I rt|#'.t|tO I'aS 

IWlin Mryrf fell,* ill llw p%i»r| Im# i* |#t^c |4'.|pn^-f 

f4 lifrtWW'llI r# lfef*i «*f iirltoli H ll^fi 

f*i IipI on Ifeoit fHimf r|w*fiiir-:j| rt-lo 

I 4 flir |#ii#til|on r«#4lp-irni wfepjg 4rlrrt|»w**-.» llw## 4 i®l 
a«i4 irifiiiti l.l>l llir- #tp| i-Mr, II 

fi$ fljr j.iiffir Ifer- 

;4fi4 |r,|fM4n :ir|iOfl llf^ hm^m 

;% ^»ttk rii*|lfr*i n^lt,, 4r'#|l imll$ «itl» 

%r|frtfif4r mtnmmh iti Hiinl 


IhhIv whirli dui-H nut n\* uhIpt anUui ur 4*'^ !m iii4if* 

furi’iit .Huh'iiitf^, It ru*|iiiru.''-^ fljmiiml i-|4itiini! in «*r4rr n* f^»riii tin* 

twc» uri^nnnl 

In iIiIh way iIh’ i|iii'4i**n ran U‘r4- ri%a4i!v Iti- *| 'v. Iiri lirT 

nut a curlaiii iinrliurr*! f*^ n i'*-!! •-viii lirt irjyl* , |..r f|ir 

nuilnriiil in iun ni'i'4 ^iln|♦ly Ku irr;if*‘''*| 4 1 ris !?■»'. 

|♦nN^*nN^il^^ ^trun|*' u^fnniivr |iru|»rrlif--^ 4il«'*4n4., s-ila'r, i If 

mniuaLH am inji*<*ti'i! \ui!i tlir iiiu4 \ntn4 nlkihh*ph, 

auilin, iiiinillivl|iani|4iun:vifipliiitinin ^ ami 4 

nnn wail^ ntitil fhu «ii4n!aifiun riiiii|4r-f*'4 t’mlnrli ii'aiallv ni-riirM: 
ill n ummvtitu it in in r\tni*'t tin* mirhmrif*'4 1;V ln■r,|||H 

fif lliufliucl.^ <if lull. Iifr4„ |»ru%i<ir4 tlif ^^viitii^anrr- |J? rjiaiiy 

flnfnrtialJilir lliiilliii ur ifiinH !ivl|»iirii|4iriiv!rfi«liiifiiii3, ii»4r*«u\r'r it ifi 
thn !yv fnuaiiN i»f i^fniliinM I'Uiirinii'ift, \atnriilU tin”:*" l'■\|«"rl• 

inMit-M lift* riirrital tml immi ^trilatinJy «ith f«'*r in i!it« 

vxirtivtwv ilrrnl«»ri/j4tinii tin- !»riiifi r<wtr ur nf ilii^ 

fin*li>in kitlniyv <*»ti vrry nt^ilv fnlkimril, 

Ttir fiiriii'4i fiiiuiln'r iif|ftiifH"tit 

fi nf mlmltinipm. In tlir hi%m** mlirii ntn^ nr 

i^nvrrit! iiri* rr|i}itri*i| Isy iil»Ii^ly«lr ripiirn!*^. ii rlmiii^** in 

rnkir ciflun liikr^ litnri*. TUm t»y tti**afw= *'»f i4*li''liy4i*, rt'^l 

y iriiKli* In yinl*l %anli*t iljw, In iirrnr«liiiirr iiitli flir«ry 

ivinilil lum* ^m-n If**! tn Itml %%hm ftiiiiiil4r itrtr 

f*rn{iliiyrfi ii rlinnur nf rt»tt»r «lnr l«» i4i**iil4 tirrtif ni 

rum nr ntlirr lirni in f^mir nrgiiii tir **ilirr In -^fsiir ui 
pfUTiiilly 4rvif«*il fm tlir jiiirjw#N’» I Itavr nr\-rr til»?irr%r4 t« 
rifiirr mhirli* likn llinm tiirnlii»iirwl iimlr milli 

itlflrlnalrn nr witil iwtliifi Ilir fiinfiitiiti mliirli 


Ifiir tip iiliiiffri rannfii** 





C1iiailt*AL (TlXHTITt'Tt^iV A\l» *|,ms 4 * ' 


rjH 

for witli itlior^jirof ill. iti v*hirh liv l|j:r *4 flu* 

riiotliyl mtiiriil utul of f!io riroiyl rroiifi t}i»^ uu4 MI'i 

gpnif of |i;iniiiii4o|f}ifitol nro Mrf‘ii|j|o*|. 

Ail him If^4 iii*^ tf* *‘orirhi*io thut |,fO%'-5 of 

fill* KliliHfitlltillM lirfioii of tlimifwoitir r* *ilitrOlil4r 

lly I till not ill tlir Inmnl U* mv tluit f-tfonfo r4 

roiiriifii*,, Mir!i ii.H I,iiw to o%iHf mifir liiinit |4roto|i|it;':firo 

rilliliot ornir flirfr. If. Iiiy'4 bo l«*riir i?i liiifi*!. }io%^rlrr, tlnit 
rij||i|oii>iiit ion nt** liol iiifi'-rlv bv t!ir’ |*rr?^oiirr^ 

Iff fl.OM Nllb'4,Hlli*io of rf»n«|rt|Mif 4 f , !»iil tliiil ihr r-ofifl * 111114 ? 

nifjintv iiiiiMf iiMiijilIy fir4 bo iiirrrji.-»*4 lliroiii^li :i|*|4o|4iJit«’ 

Mirli IP of 1 1 'ini lift*, tb»* |y|«ilt|o|i of -oib''! JilO'ip Jib-^f rnot. 

wnliT* *if'. Iv^rl'i III tlio |ini* 4 l*'’o of th*-' -.ttilliO-f ||- rln-iiiitd , 'wlifi 
flllriWH fill* mibHliifiri'V; fill Iirt ^♦|| fiiif’ liiliot lior r|fin-t 4irrr?b4 of ili r"o|i 
rniitriitni Hiir}| ibrrrt riiii4on'.i.;if ioiii -r-o fii*i fi'*-- 

i|ll«ilt.. TIis* of ibr.-^r, bo«'AfOO'f. p '4||| fooro' l3|is4'o4 il l|$r 

f ionir lllpb’t rotjilil *n-^- rorfr'i|^#*li.4n4^ Hi tlfO- 

Iii»'iiiil orilfiiHP4"ii„ I ill «iibi?o Jit li'Hi tr Jiii4 iti 

till* iib^H'i’firo fif •■nb-it jinri'-n I isinoi |ivl3iiiii4o44'ii ■ 

iipjol, f*'ir i"%;iii 2 | 4 r\ m «jilvitr- ip*bi!ioio?, 

lit rn#*fii f*»rii#iriic 11 ft'4 tlv-o, but. oiil> ^Abrn tlir *pibitiofi 

r’liiiiiiiip Hffiiill of f fnirirtnl firni If tif if 

llir m rvpii liittiily iilkiiJiiii% ii« romliitiiitiriii iif any lnrni 

nrriiw. 


VI, 

Tlii^* hm4 iit to tli«" %'ym ilnit in rf^iiiiti 

iijijiiimilly it h to rffrrt n ilio 

In* llir of It* of*|*4 to 

lirrii|||jiip}| «»|r!l II .^y''rstl|o^4*« tll«" ^i4rrliir»ti of ?ii||ti|btr iito ^^4! 

Ill* iifi*i ilip«r •^nb^tiiiiiw fiiinft of n *b#tno‘f4 

roflif itnfkiii itllll lliof r%rft rlirnuriil of f fip*-| 

jtfPII'fbll lilf'p'l. I hmV9"^ r%trfp4%o %«slb tiolfpv 

Ipllpip'fb of tliffrrpnl rti|iib|fiiilio|i,», rifi4 m *41 *4 thrmp t loitr only 

iir-# to.’i»rr#| <#liP In mlnrfi I iiffi |lirlitir«| t** ?o|* II 

»i ^4|b>^f i!titifi||; iiriirifi tin TIip% mlwft-imrr, 

ill -^riH i*r*wl by t bibriri Iiti4 4i^Pfil^^I by bitii iii 11 noififirf 

I’- lftfUir'4 by lil»lrfi*iltig lirtilliilir frorn bp4ti**lliy1-iiiiitir hv of 



In vii»w lit flii.H II riiiiipirtr mmh^US ln-litmi ltii’» Hhyhmmm 
and l!w Hhvliii«>^id; 

rn, 

i ^ i k 


In rnnfnrriiity wilti U^yi^fn u*mmn ihmty m-r mtmi awn'ik'* in 
ailriairdiiniry Inni^inn tn llir thfrr-m*h^l rina rtmiiiitjrd in tlir sfi* 
litnihvlnnitiiifi* itHrlf ulm in t}i*' fin'i ifint llii*^ 

fitiinrn HiiriWfi a inarki^l tf*fidrnry,f|ifriiig|i i}ir additmn nf find riidirnii*, 
find Itin hmikifia In «iv«-r iiitn » 

iiiniii nf tlin rlifiiii fi.^ ftl i ml* I t*«l 

till* fririiiiitinn nf rlilririiiiyliiiiiifi* iitid ?^iil| 4 itir«ni?* arifl milti tlir fiiriiiii*' 
tirifi Ilf tiiiirin. rniriktn^ mitli ftrat rtmgt'* n 

f^tiriwri l»y Itir fart tbiil in-rti in «tiltit«^ wtilrry .wdiii iriii.fi nf tin* fri-*«|ii¥ 
liyclmidilt'irirln mt iilkaliiir rrartifin n^|lll|ti § Urn 

iiiitiiil«, tine to the tomialifin tif fw rlilnrritiylawiiti wliic^ti 
aJkiiliiie* 

Ethyfeiinild Mtmm m m aiia!«itiiii ffiawfier, lliini m 
In iiir|ifWri| fmhhn hy the furl thin nrntral tiTKly |ifi^’ij»}tii» 
mugnmM m% cif iftiti iiiit, tif irwii rlibride, 

entirely ftfier tht mmm^ nf free In w ii tto 

arid radk’id anti irttnatomiefl into rliicirritiyklwitifil. 

Tlit^ Iw© ef.ltyltiilniiii and rtliylriit:i3iitl, irt liiiiiif 

toile mmUm^tlmm m hm la^n plsna-fi tiy tin* ©f ij*¥Biiili 

mi myielf* Tlie pallinli^ral rhangiv earii«i Ity clittieilyittiiiiil® 

* I fifty# laiitt it^ liberty wmmmhm tto texi #1 tim 

fa with paAlft aiwiMM ^ mf m§ to 

lib iiili©r» X wiivill* 


Hinre tiirn, liouru-r, Miin'k^tuld hm ]**r4ih'tAy 
IfliJt) I hilt thin Hill linn* riiiiiKit, m* lit ht^4 rfnit^iin %. 

dcnilili* Inmit Cethyhw mint »iriiit inn), fnr it «!nr:H iit*f n^iiirr 

nt nniimiry frmprnitnrr n**f tiA** ny* finninn*' II s':'iri 
tlirrrfnn* niilv tlir if «4 ii iliiiirfliyhisiiiiiii ; 

Vllj 

I " :M! 

ril," 




llrntuiihylinnine 


T t-»\ AVI* 111 ye\i.\rui 

Iirr t-^|iriiiillv . Ailtiniii-trml tt* i^irnt uim-u i4 

ifijifv iifif*i!M\ nilil^it ijiiiiirii |*i«. mil m h r-nti-r 

ilriilli iilti'r I I tf* ‘i rlav^H nr iimrt* thi'^ rriir-»--i if an! 

ill f!iP kiiifiry pupilh: In thr riihlut Kin-iniili Ivr':i4*-n flu-, 

iiiiirkn! phutm-* ffMin tlir |*rlvi=. #if tlir iir«anr m thr^ 

iilif! rfiiiMihliiill r»f *»f th»' liiiif*M «i*il hnliniif. i4ti4 

iriiniiMi. I iliM'laifiin’irfMlvtiiifiiii*. \'*i| Vfl!, I*tli| i 

K\i»rv tiim uhr? m ilirMi* * liiuir*--. 

Iilim|iif**lv ntwiiir* III |mt!itt|n^n^ li'J! kr form! tin- 
!li:it iliiN hH'Hlr/ninm r* f|r'|.r-n*l*ait nii n rliri’ii iitfiM-li t.f t}if‘ %*iiviiifiiifi 
i»ii tli«’ nil i-tbi ! iMiinl** i‘tiffrif»r 

|«|jiK|iiif* Iiiiilrrulr' IIiim i- r^%- tk*' 

fitllv flirnf'tJVl- lkri‘r-..«lr'4 t** l^rnflnrr |4|f‘|in||ir-|j*ffi, 

firil III** ^11. ft|rt lirniinr** tlir Isn't Ill'll 

nriififi ftrii:i*ai:}% iviii\liiiiaiint4yfn lHflrn\i4.f *4aji3tirii kv 

1111 flirt *4 tkr *|iinrf livli-niiinn. in't'' iita fiastfh 

iliflrrrtil iiirit'if'J*- f 'llnit fif*’ n 

Iiiiiiitif*ii liV tlir k«4iii\inr litnininr iifs4 

lif |Mllin4l. 

it liiiH, tif hnm i**’*'^« tinil iirnnn n? ii 

Anph* tmni lt<» rjunrfil tfi%|rf<jn|,tirfil f|fri*|r f»f niium si 
!« rtii 4 rfirtrfirt'*l h\ iifi riiiiirwr-til firlifiii m rir*tilfii.«t tt| 

ilinirflivltaiifliifi. 7hr Umr |4irii«lfir|ii4 «jr llfiil #li^^ 
ri|iiiilly n## milhf-mi \rmnm li«4iifi#l #ti%" iw'-niiininil 

limlnirllfin «*f itir piifnUtr III rfililrii.»‘f| i** tiint, % 111 %'jllfliifi 
m t’liJiriP irrbi'^tl liy a pkmh f|r'i,r|fij#iiii. lirlinn iiliirli in 
fllllV Hrirriil fii»tir«' il4rt|lilil|f»li |M'‘-rirw| Iilitl ir|i%'*'-^ tlir 

|||♦rftl^lflrrltiy ilniiiiiiwl. 1 hu%^* fhm ii»iil *4 

iunrrai ftltirr «iiti|wiiii4p m-liirli I l»fi%r ihm rgtii|i|itlftiipti, 

^'tiirti acrnriiifig It* I>ii«l«i hm^- rtaiifiNfifeiii#ia 

4^ -Kflj 

ril 

iltylaniiii witli a ilriiitilr Iwial frifivlrnn tmdkml'ii 

rii 
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and {jnipargylaniin, whicli iIh* uwtylvu grutjii, 

C' If 

]:! 

V 

\ Ih 

i\ 

' Mi;, 

All of thoHo HnliHtanrrH u-rn* Umml in imHmmH flu* 
gfiioral HVtnptofiiH fo|C«’tlior uift* nu of |w*rfiiiifit*iit, ofi^iiiiii* 

HijurioH. Ili'fiao 1 ht*li<*Vf* fhai tho fhoiiiiral nvidilv of ilif^ *l*itililr 
line! tripli* roiiihiimli*MiH U inMiffnoioji u» O'ffrrt 
tjoiiH wiflt till* proloplii.Hfio 1 mil w-trotintliofiril iii virii hy llir 

fart that pniHHir arid, wldrh oi\ni|i to tlirrrf**Id rtiiiildiiJiliofi y' 

X 

fiin Iw* C‘liiHm»il wif.h tin* riiof^l tirfiio uu\minnrm Ummn to r|iriii»**try, 
IH not litiidiorod in flu* nnmml HimIv m* mn In* frwin 

fitidhigH iilraaih* ndrrrrd to 

If wf* rofi'Hidor thiil %\hkU iloislili* cir iriiib 

hotiilH im* umiiilly ninrli trairo iniiwiiifum ilaiti ilir rfirrr.H:|:*iifii|itig 
rofriliiiifition^d and if t,vi* }«*fir thi* iilnnr rfiii«idririitjrifi?t in 
mind, wo hIiiiII iiHrrilio thm lo%iritv iiol t« si rwfiitiiriiiig 

oapiu’itv lint, to tin* fm*! fhnf tin* nvmtmrm 

firo|'H*rf ioH, i.o . ftiiil lliov nro ah!** to itirrmw ilir mdnm tlioy 

cnitor into rmnplvxm widrii in fhrum*h$-n idfi%a«f%" rf'^rliiiii 

toiir |iroiii*rf.if*a„ 

I millet i*mphmm* ihi* fiiri ihnt. idl fur ttiadi* 

tri! only to tn* upplml to orgnnr liii itir* fmly 

Wi» nniini, liowf*vf*r» uMinm* tlml iiH ii’jiirli nitrr into lli# 

c*oiii4triic*liriii of tlir «rt* flit* firotio 

{iliiMitL A dwiirHiioii hm nlwum Imm iiitidr 
eaptldit of iimittiiliillmi, mhkh tlir* tiinritioti iiiiii mirr iiiln n 
imrmiinimt nnnhmukm Ilir iifolofd'Mri. iiiwl fondifi 

to tfin iM'ifiy, Kn oni* lliaf. mwl ^smilar 

a«! &ii^iriiiliil«L rr*., rrilor into ilit* miiiinwil ion of iln* 

I1if fiKHinliiflH, ticmwrr, rim Iniiiinl iti ilir rrl-l and lliw mmu itiiwt 
lin ri'giirdwf m ii rfiritiiml mw Ttir mmnf fiioirriilr Im^ iili 

* Ntiifiii m twiftity imtm m imk »m rlwliri 
lifdriixiiiffl: filiy lin^ tncim tm%w ilwti li »|*i 

Uiw, Kiifttrlieiit« Bfmmn d«r Cjiliwirkut^n l«pi !I4, 


C1iKMir\L rciX^TITl 'TlirV \\.|i *iM ^4* II. i* 'I 


■mi 


l^fnirtni frcifii tJif* f'ri !:4 ttifh i%;$u-r, i! iiH-rii fir *4 h,- ^ . tr:* -lisi 

€if uehl’H m fifiirr f«i it frr«* .Suri^ ii rlirfisi#-sii ^ ,.-r^ 

SK I'Vm’ Hyilffiri'4iM |iri-Hfl|^|s^»M4«H thi* |»fr^4-f|rr r4 t-a*» ■* 

Clf lllll%ilTiai rfiiiiiiral nirifiifv I%|*ir|i fstl»'*i t*» mIh^ I 

gmiijiH ill tlir rrll ivliirli f t«^rtii ' ^ 

“rff'f*|iffir.H. ** fill’ I'liiiiliifisiji* *i|' tlsr .;ilr 

lliplicirr Hrililfi lli^liri’ I ii-'niiii** tliiit flsr lnsi$if |.fo* 

mWH II ilirgi* llll!lil*rr rif '' rlii^iiri " =;|iri4 H r j, Mftttr 

Ilf tlicif riif’iiiirfil #•*'111^1 If ill i«iii iirt* l#* iitirl^Mr tlii'- 

Ilf fmillntlllT^, III WJiiV !bl’ 

TIiIH Vimt Itf l!i»* mI If.j*' |■ 4 ■■ 14 #*|nl■|.n| 84 :■;t■ ri.ct ij|r h^,s 

iurnii* it !«» I^rl *1 rlmfr-r ^frn^ht tlv-r t-, ..f 4 .,r 

ifjlit llir batb^riM | ri-r in 

rif fifltl!if.wi|l*M, I Ib«« J-J-I 

tlir rm''*|itiir nf lln’ rr'll. i*r^§--i tim- »J-;r 
t.}ii?^ rm-'iitnr usit #4 ■% b.f? 

ri’filaiT If, lirisi tbr^r arr- fs|i;ilh 
fTptlir.^ tbllk prr'Mrrit |.fi 
lllrfiry, IcruriWfl ib#* *’^<pir-rb{3i2n 


ri^lliilfir iiff' ^ 

//<-«.•,• / .iMMumr thr I»r, rr «/ « »/?««, f* «*vly vf. 

fOw6l««/,r,r,,, «-/*„/,, ?4-r rtr Immhlnfl*, r„|„ ,„f., 

jm,lt>i 4 mm.m uhuhjtk, ihr /„r,|r «/ ,,,,4 j...'*,'..! 

«i/ii imlHlmhe prmtmln «/ rrff, 

Thf itiarkni .|iff«-ri-ttr«' %h.^ 

J>itllttlv \,y i,.,rl IS,,,« ,«J-, .V,i8<.-.1, in, 4-., 

nm lja!<»«.}.litif»- ur- a!.|.- l.. , { .,,1 v«,.-/h 

ijiimtH.t/.’iiwm A»,<| 

flrilW * 4 |(,.r M f 1 Lj,^,. ,, ^ ' 

»t(y {!|.vn'n!il 4 i' i<m», ui ,,4!, 4.1 

'*r ilnir* *4 

■1 ,av*|i l,r,« .w 

mv ,...« r..,M 4 M „|.4 I ,7 

1 r«t.'ri-<iilJK. .4 lit,-. l!..j,i,i ,s,r , V<,! -j 

AH.mtr. ,H SMU.,«r! , 1,, V .,j \ J||, 3.,,, L' i ' 

(ir-1 l 5 |'i»tri, ;i «4 i..4,isnn ' t l'^ 



<>3., 


^4 t‘:r 



fb:r 

-1 H'^c 

f i- 

:ijS,';,. 

■■ i 

? i.Ti 

|‘T*.- - iT-?, 

Vl f. ‘A V 

.n 

s<V 

^hr 
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COLLKCTKD KiriilLS IX iMMrxrrY, 


In the the* r!H*rnifnlly ii*'fini^i ilnigK, iiiiii ilvrii 

(ii.HC'UHsefi al)nvi% iiH'(»r|XM'a?H»n uito ihr tmi\vr%i\r 

nfjt, harriiiii a f<*w fak** h%- mrmn^ r4 

Sinc'P hnwrvtT, nlinn^f part nil lm%%m tn Ihf* 

IkkIv <*xiuhjl a ty|n<'ul M’li’rlnr iirUiiri in \\w it 

sarv trt htiaiy iIh^ n*a-H»nH |f»r thin atiaiin Ih^tv numu >4iali 
to \n%in uafli a <*l thi* i^wmnm-tin %%lii*ii |iifi«t? 

Hi hliiiiiiiig ri’arlifUiH, A rfitlfin filirr ni ii ililt|fi*»ii *4 ptrtm 

lidd lil <ai<‘ H iiiillK»ri tnh^^ tip tin* fly*\ l^^rtnmm ifitriiM-lr ^inumL 
Mnthylann him* iriln«hi*’«’*i intni %itarii iiitn ifj#* ljikr*ii 

up !n’ tbn nnrvn In |•^»n-MUllnM l»y Muiain nm't 

rnrifn^^H iiuiy rvnvi i^-pi‘rifi<'iilly mnl itlunr, All <4 |ili«ti<iirifiia 

itn* (ilnininiy iitiiiluji^ouH in llinr firttiir**. It H-fUit*- v., i lirtHrinx 

to dimii.^i4 hriHly tin* vi«*wh tfir luifurr nf ihr ^finning 

Hi*^ piirnly ifirnliatiirnl il iilt t0 

phyMaul i^urti a« mthm* utimrimn nml mo 

prubribty diw'rirdnii for tlio p^inmmu of ifi piurriil, lliti 

Imvm only two orhor rxplmmU^im, tith-rr i4 niiirti ttmy Im* i|«* rtir- 

oni* btr f’^rf aiii 

11n* firHl of tho.,M\ nmttiliutmi fnirtitailiirly by I%firi4if, prormte 
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This substance has the property of staining the granules of cells 
most intensely, and the same holds true of a number of derivatives, 
e.g. violet dimethyl neutral red, in which the two hydrogens of the 
second amido group are replaced by two methyl groups; further, 
also, the golden-red diamidophenazin : 

NHs N N(CH3)2 



CH3 N 

l\ 

I OH 

C2H5 

In contrast to this, however, the combination in which one of the 
central amin radicals contains an ethyl group which gives to the 
group the character of an ammonium base, is absolutely unable to 
effect the staining. All phenazin derivatives which stain granules can 
be completely shaken out of weak alkaline solutions by means of 
ether, whereas not even a trace of the ammonium base belonging 
to the safranin series is thus taken up by the ether. 

A very intimate connection, however, exists between solubility in 
the test-tube and ability to be absorbed in the organism, a connection 
which 1 observed as long as fifteen years ago. Hence we must assume 
that certain fat-like substances of the nervous system as well as the 
fat of fat cells possess a high solvent power by means of which these 
substances are anchored or stored up in the tissue in question, just 
as the alkaloids are taken up by the ether in the Stas-0 tto pro- 
cedure.^ 

If we bear in mind not only the extraordinary multiplicity of 
substances foreign to the body, but also the varying chemistry of 
the tissues which make up the organism, we shall not expect that 
a single principle can be rigidly applied to the phenomenon of 

‘This behavior has been studied especially by Overton. He terms the 
substances of the brain which serve as extracting agents “lipoids.” Chief 
among these are cholesterin and lecithin Among the alkaloids Overton dis- 
tinguishes feebly basic and more strongly basic substances. The former can be 
shaken out — ^for example, the indifferent narcotics ; whereas the more strongly 
basic unite with constituents of the cell to form salt-like combinations which 
are very easily dissociated. According to Overtones conception, therefore 
Knecht's explanation would apply at one time and Witt's at another. 
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selective action. For a large number of substances which localize 
in fat or fat-like bodies during life, it will probably be difficult to prove 
whether a pure shaking-out process occurs or a formation of but 
slightly soluble salts. 

Furthermore, both processes may occur toegther, as Knecht as- 
sumes in dyeing, the lake-forming components being contained in 
the tissues in the intimate molecular mixture characteristic of solid 
solutions. In that case the resulting selective action will be due 
to a combination of salt formation and solid solution. In many 
instances, however, it will be extremely difficult to decide whether 
one is dealing with solid solution or salt or double-salt formation, 
especially since chemistry often finds it impossible to decide this 
question in the case of pure bodies. This is seen, for example, in the 
study of mixed crystals which are looked upon mostly as crystalline 
solutions.^ 

In any case we see that even without the intervention of a chemic- 
synthetic union the conditions necessary for a selective storage of a 
substance in the organism are present and are sufficient both in 
extent and in variety.^ That these conditions in the case of the 
salt-like combinations are essentially chemical in nature is self-evident; 
in the case of the solid solution the enormous mass of evidence which 
I have merely touched makes this extremely probable. If we regard 
the principles governing distribution in the organism from these 
standpoints we shall no longer be surprised that in the localij^ation 


' If two combinations of somewhat similar chemical constitution (for ex- 
ample, benzole and pyridin; stilben, benzylidenanilin, and azobenzole; fluoren 
and diphenylenoxid) form mixed crystals with each other, one can readily 
comprehend this in view of their close chemical relationship, and can ascribe 
it to ^^isomorphogenous” groups. Frequently, however, substances crystallize 
together which exhibit the greatest divergence in the configuration of their 
molecules, as, for example, phenol and urea, chloroform and salicylid, triphenyl- 
methan and benzol. The crystalline fiery-colored combinations which picric 
acid is able to effect with a large number of hydrocarbons are especially im- 
portant. Certain investigations concerning the basic properties of oxygen 
(Baeyer) and of carbon (Kehrman and Baeyer) seem to show that such crys- 
tallizations, as, for instance, of ferrohydrocyanic acid with ether, etc., are anal- 
ogous of salt formation. 

2 1 must here refer the reader to the extremely interesting investigations 
of Spiro (Uber physikalische und physiologische Selection, Habilitationsschrift, 
Strassburg 1897). In these, although starting from entirely different stand- 
points, +he author reaches many of the views held by me. At the time of my 
address I was unaware of this study, as it is not to be had in the bookshops. 


438 


COLLECTED STUDIES IN IMMUNITY. 


of substances foreign to the body synthetic processes play practically 
no r61e whatever. If we take methylene blue as an example, we see 
at once that we can easily find a large number of different fluids 
which are able to shake it out. On the other hand, we know of a 
large number of acids, like picric acid, phosphomolybdic acid, hyper- 
sulphuric acid, which are able to precipitate the methylene blue in 
insoluble form even out of very dilute solutions. This dyestuff, how- 
ever, is practically useless' for synthetic processes; all the efforts of 
the chemists to introduce other groups into the completed molecules 
(with one exception, nitro-methylene blue) have absolutely failed. 
When we stop to consider that in such chemical procedures the 
strongest possible agents can be used, sulphuric acid, high tempera- 
tures, etc., we shall at once see that methylene blue cannot at all be 
synthetically bound in the organism. The extensive distribution of 
methylene blue, however, is very easily explained by the plentiful 
opportunities offered for localization. 

Synthetic processes, such as occur in the absorption of foodstuffs, 
in assimilation, and in the growth of living matter, are connected 
with the existence of certain chemical groups, the receptors.'^ 
These receptors are able to synthesize with fitting haptophore groups 
of the foodstuffs or of the toxins, the two groups fitting specifically 
to each other (like lock and key: E. Fischer). The eagerness with 
which the living protoplasm lays hold of the foodstuff which it re- 
quires is in marked contrast to the manner in which it resists taking 
up substances foreign to itself. This was observed even in the begin- 
ning of histology, for at that time it was regarded as an axiom that 
living cells could not possibly be stained. Gerlach, for example, 
had shown that an amoeba does not take up any coloring matter from 
a solution of carmine, whereas it stains immediately when it is dead. 
Since then, to be sure, largely through my efforts, we have come to 
know a number of important vital stains (neutral red, methylene 
blue, brilliant cresyl blue), but closer analysis of these phenomena 
have shown that that which can be demonstrated in the living cell 
by the various dyes is not the functionating protoplasm but its 
lifeless (paraplastic) surrounding medium and the granules, etc., 
present therein. In this point I agree entirely with Galeotti. 
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YTIT. 

What practical conclusions can be drawn from these considera- 
tions? We see that drugs, such as the majority of narcotics — in 
fact the large number of neurotropic and lipotropic substances — ^be- 
come localized through a shaking-out process. It follows from what 
has already been said that only such substances can be anchored at aAy 
particular part of the organism which fit into the molecule of the 
recipient combination as a piece of mosaic fits into a certain pat- 
tern. Such configurations, however, are not confined to a single 
substance, but usually include a large group of related substances. 
In this connection the investigations which Einhorn^ and I made 
concerning the action of cocaine are most important. 

Cocaine is a derivative of ecgonin, whose molecule contains two 
groups differing in function: a hydroxyl group, which combines with 
acid radicals, and a carboxyl group, which forms esters with alcohol 
radicals. All derivatives of ecgonin in which both groups are thus 
occupied represent bodies of the cocaine series. Thus in the cocaine 
ordinarily used in medicine the acid radical is that of benzoic acid, 
the ester former is a methyl group. By means of the methods of 
modern chemistry it has been possible to introduce the greatest variety 
of radicals into ecgonin, leading to the formation of a large number 
of homologous substances. It was soon found that the substitution 
of other alcohol radicals, such as ethyl, propyl, etc., for the methyl 
radical did not cause the least change in the physiological effects 
of the cocaine, as Falk proved. On the other hand, the acid radical 
is of prime importance for the anscsthetic action of the cocaine. Pouls- 
son, Liebreich, and myself studied the various cocaines with other 
acid radicals (cinnamyl cocaine, phenacetyl cocaine, valeryl cocaine, 
phthalyl cocaine) and found only one, the phenylacetic acid derivative, 
which possessed even feeble anaesthetic properties. As a result of 
these toxicological experiences one could have assumed that this 
benzoyl cocaine w^as in every way unlike all other acid derivatives. 
But this is not the case, for I was able to show that so far as another 
toxic action is concerned all of the various cocaines show the same 


^ Einhorn is oiie of the best authorities on alkaloids known to me. The 
studies referred to, appear in the Deutsche med. Woehensch. 1890, No. 32, and in 
Berichte der deutschen chem. Gesellschaft 1894, Vol. 27, page 1870. 
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behavior, namely, in mice they all produce a peculiar foam-like degen- 
eration of the liver-cells which I have observed only in substances 
belonging to this series. From this it follows that all bodies of the 
cocaine series are alike so far as the liver is concerned. Considering 
that the substances which precipitate and dissolve these bodies are 
the same and that the liver findings are identical, we may perhaps 
assume that all cocaines are taken up by the liver in the same way 
and therefore probably also by the other parenchyma. And since 
the benzoyl derivative is the only one which possesses anaesthetic 
action we shall have to assume that the rest of the molecule is only 
the carrier which brings the benzoic acid radical to the proper place. 
(The ansesthesiophore character of this group had already been made 
very probable by the earlier investgations of Filehne.) Let us go 
back to our illustration of the mosaic in order to get this idea clearly 
before us. In order for a piece to help complete a given figure it is 
first necessary that it possess a particular form, but in order that the 
pattern be really completed the piece must also possess certain material 
properties, such as hardness, color, lustre, etc. It will be one of the 
problems of the future to extend our knowledge concerning the active 
toxophore groups. 

The first fundamental experiments in this direction were made 
by Ladenburg, who showed that the two substances obtained on 
splitting atropin, namely, tropin and tropic acid, could readily be 
recombined and the atropin molecule thus be reconstructed. As a 
result of this demonstration that atropin represents an acid ester 
of tropin it was possible to produce a number of homologous combina- 
tions, Ladenburg's 'Hropeins,'' e.g., benzyltropein, salicyltropein, 
phenylglycoltropein (homa tropin). A comparative study of the these 
substances showed that for mydriatic purposes aromatic oxyacids 
were the most favorable — and especially those in which the hydroxyl 
is in aliphatic combination, as in tropic acid and phenylglycolic acid. 

In cocaine, Einhorn and I attempted to determine the function 
of the benzoyl group by introducing various side-chains. It was 
found that the introduction of a nitro group in the meta position had 
a marked influence on the anaesthetizing property of cocaine without 
preventing the injurious action on parenchyma described above. The 
introduction of a hydroxyl group in the same place acted still more 
strongly in this direction, for the anaesthetizing property had dis- 
appeared, the toxic action on the liver decreased. Meta-amido cocaine 
was entirely inert. 
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What was extremely interesting was the fact that by the intro- 
duction of suitable radicals into this inert amido cocaine the alka- 
loidal action could be restored. Thus when acetyl and benzoyl 
groups are introduced into amido cocaine, cocaines are formed which, 
although they are not anaesthetic, again possess this property of 
acting on the liver. It is especially interesting, however, that the 
cocaine urethane obtained by the action of chlorcarbonic acid on 
amido cocaine again acts anaesthetically, in fact much more so than 
the original cocaine. That is to say, if we nitrify cocaine, reduce it 
to amido cocaine, and finally condense it to a urethane, we find that 
the an^esthesiophore group is first diminished in power, then its 
action is entirely lost, and finally heightened. We already know the 
function of the toxopho: e group in a number of alkaloids, in atropin 
for a single group, in strychnine for tw'O. If only w^e had a deeper 
insight into this function we might hope by means of substitutive 
action on the toxophore groups (such as Einhorn and I have car- 
ried out on the benzoic acid radical of cocaine) to modify the action 
of the alkaloids to suit our purpose. 

In the synthetic field of pharmacology, however, a knowledge of 
the groupings on which the selective distribution in the organs depends 
would appear to be far more important. In the case of foodstuffs 
and toxins I assume that the union is effected by a single definite 
group, the haptophore group. Substances foreign to the body, 
as already explained, lack such a single group and the laws of dis- 
tribution in the organism are dependent on the combined action of 
the separate components. In their distribution, therefore, the entire 
constitution of the substance is the deciding factor. This we have seen 
to be true with substances belonging to one group. Within this 
group type, as we have described it in detail with the cocaine series,* 
modifications of the separate components can then be made within 
wide limits. Starting from this point of view we obtain a new method 
of synthetic-chemical pharmacology. If one is desirous of studying 
organ therapy in this sense it will be necessary first to hunt up 
bodies which possess a particular affinity for a certain organ. 
Having found such bodies one can then use them, so to speak, as a 
carrier by which to bring therapeutically active groups to the organ 
in question. It is self-evident that in the selection of these groups 
one is bound by definite limits; so also is the fact that all substituting 
groups which themselves influence the distributive character (e.g. 
acid radicals) must be avoided. All these are problems which ex- 


442 


COLLECTED STUDIES IN IMMUNITY. 


tend far beyond the powers of single individuals and make it 
desirable that chemists and pharmacologists work together in some 
definite plan. That is one reason why I have gone into such detail 
concerning my view^s on the connection between constitution, dis- 
tribution in the organs, and pharmacological action. 1 shall indeed be 
happy if these views, the gradual development of ten years of study, 
will advance the study of pharmacology. 


Translator's Note .-—See also the recently published study by Bechhold 
and Ehrlich on the relation of chemical constitution to disinfecting power. 
{Zeitschrift fiir physiol. Chemie, Vol. XL VII, Nos. 2 and 3, 1906.) 


XXXV. A STUDY OF THE SUBSTANCES WHICH 
ACTIVATE COBRA VENOM.^ 


BY 

Dr. Preston’ Kyes, 

Associate in Anatomy, University of 
Chicago, Fellow of the Rockefeller 
Institute for Medical Research. 


Dr Hans Sachs, 
Assistant at the Royal Institute 
for Experimental Therapy, 
Frankfurt-on-Main. 


I. Concerning the Activation of Cobra Venom by Means of 
Complements. 

In a previous study ^ one of us has shown that cobra venom is 
activated not only by certain active sera but also by lecithin and 
certain complement-like substances of the red blood-cells called 
^‘endocomplements/' This, of course, harmonizes with the ambo- 
ceptor nature of the poison which had been demonstrated by Flexner 
and Noguchi.3 view of the wide distribution of lecithin in the 
organs and tissues it seemed advisable to penetrate deeper into the 
mechanism of cobra-venom haemolysis, especially in order to deter- 
mine if the assumption of complements and endocomplements is 
not superfluous and the presence of lecithin in the red blood-cells 
and serum sufficient to explain the complement action. It is true 
that certain sera which activate cobra venom lose this property when 
they are heated to 56® C. for half an hour, and the endocomplements 
produced by dissolving the red blood-cells in water are inactivated 
by heating to 62® C. Considering the great ease with which lecithin 
combines with albuminous bodies, etc., it was possible that the 
thermolability of the activating factors was simulated by a com- 
bination of the lecithin with other substances. An important fact 
which speaks strongly against this view, however, is one first brought 

^ Reprint from the Berlin klin. Wochensch. 1903, Nos. 2 and 4. 

2 P. Kyes. See page 291. 

3 Flexner and Noguchi, Snake Venom in Relation to Haemolysis, Bacteri- 
olysis, and Toxicity, Journ of Exp. Medicine, Vol. VI, No. 3, 1902. 
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out by Calmette, 1 namely, that almost all sera after being heated to 
65° C. and higher usually show even an increased activating power. 
This we could explain only by ascribing it to the lecithin set free 
through heating (Kyes, 1. c.). It thus appeared that heating was more 
likely to effect a splitting off than a combination of the lecithin. 

Our further studies have shown, however, . that this view is not 
correct in all cases 

To begin, we examined the complenaenting properties of serum, 
choosing for our analysis the combination ox blood + cobra venom + 
guinea-pig serum. The activating property of the fresh guinea-pig 
serum was destroyed by half an hour's heating to 56° C., and hence 
was apparently not due to the presence of lecithin, but to some other 
complement-like substance. Subsequent investigations have con- 
firmed us in this opinion. The general course of the hemolysis 
through snake venom is markedly different when lecithin or serum 
is used for complementing. Lecithin effects rapid solution; with 
large amounts of cobra venom this is almost instantaneous. When 
serum is used as complement a longer or shorter period of incubation 
is observed, such as we are accustomed to see with the hmmolytic 
sera. Furthermore, haemolysis with cobra venom + lecithin occurs 
even at 0° C., whereas the action of cobra venom -1- serum as comple- 
ment requires a greater degree of heat. 

That the activating substance of the serum belongs to the class 
of complements was further demonstrated by the fact that it was 
destroyed by digestion with papain. Following the method of Ehrlich 
and Sachs, 3 in order to digest the complement, 5 cc. guinea-pig serum 
were mixed with 1 cc. 10% solution of papain, digested for 1^ hours 
and then centrifuged. The decanted fluid was used to activate the 
cobra venom. Table I shows that this property was almost com- 
pletely lost. 

The serum treated with papain had thus almost completely lost 
its activating property, whereas a solution of lecithin similarly treated 
preserved its activating property unchanged. (vSee Table II.) 


' Calmette, Sur Taction h^molytique du venin de cobra, Compt. rend, de 
TAcademie des Sciences, T. 134, No. 24, 1902. 

* We are much indebted to Drs. Lamb and Greig for cobra venom kindly 
placed at our disposal. 

* Ehrlich and Sachs, The Plurality of Complements in Serum, Berl. klin 
Wochenschr. 1902, Nos. 14 and 15. 
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TABLE I 



— 

1 cc 5% Ox Blood 4-0 02 cc. 1% Cobra 
Venom + Guinea pig Serum. 

Amount of 
Serum. 

(a) Normal. 

(6) After Previous 
Treatment with 
Papain. 

cc. 

Amount of Haemolysis. 

0.5 

0.35 

0.25 

0.15 

0.1 

0.075 

complete 

alnoLOSt complete 

strong 

(( 

moderate 

almost 0 

0 

“ 0 

0 

0 

0 


TABLE 11. 


Amount of 
Lecithin 
Solution. 

cc. 

1 cc 6% Ox Blood +0.02 cc 1% Cobra 
Venom + 0.025% Lecithin. 

(a) Native 

(b) After Previous 
Treatment with 
Papain. 

Amount of Haemolysis 

0.25 

complete 

complete 

0.15 

( i 

i t 

0.1 

t < 

i t 

0.075 

trace 

trace 

0.05 

0 

0 


In like manner the complementing property of the serum is de- 
stroyed by appropriate digestion with hydrochloric acid and with 
soda lye, in which again the serum differs from lecithin. 

We felt that the discovery of agents which would exert an inhibit- 
ing effect in the haemolytic action of only one of the two factors (either 
on that of the serum or of the lecithin) would be most valuable for 
a positive differentiation of serum complement and lecithin. We 
therefore next immunized rabbits and chickens with guinea-pig serum, 
seeking in that way to produce anticomplements. By the natural 
production of an antibody we could thus prove the complement 
nature of the serum activator. These experiments, however, en- 
countered certain difficulties, for, as we have already mentioned 
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normal sera exert a considerable inhibition on cobra ■venom hsemolysis 
when serum is used as complement, and to a still greater degree when 
lecithin is used. We observed no essential increase in the protective 
action in the animals treated with guinea-pig serum. We therefore 
next sought to distinguish anticomplement and antilecithin action 
in normal serum. 

For this purpose guinea-pig serum itself seemed best suited; 
inactivated by half an hour's heating to 56° C. it exerts a marked 
inhibitory action on cobra venom + lecithin haemolysis. This fact 
by itself, however, in no way argues against the identity of lecithin 
and the complementing substance of active guinea-pig serum. One 
could assume, for instance, that, on heating, a substance is formed 
which is capable of combining with the lecithin. In that case if an 
excess of the substance were formed, this would be capable of com- 
bining with lecithin subsequently added. This would explain the 
apparently paradoxical phenomenon that the same serum when fresh 
exhibits activating properties, but when heated to 56° C. is able to 
bind lecithin. 

We therefore investigated the property of active fresh guinea- 
pig serum to inhibit the action of lecithin and hoped that this prop- 
erty wrould still be manifested in dilutions in which the serum was 
no longer able to exert any activating influence on cobra venom. 
As a matter of fact we succeded in proving that guinea-pig serum 
still exerts an inhibiting influence on the lecithin, even in very small 
amounts which no longer activate. This is shown by the example 
in Table III. 


TABLE III. 

1 cc. 5% Ox Blood + 0.001 cc. 1% Cobra Venom + 0.075 cc. 0.025% 

Lecithin. 


Amounts of Guinea 
pig Serum Added, 
cc. 

Hemolysis. 

0.5 

complete 

0.25 

strong 

0.1 

trace 

0.05 

0 

0.025 

0 

0.01 

trace 

0 

complete 


The lecithin and guinea-pig serum are digested for half an hour previous to 
adding the ox blood and cobra venom. 
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Under these circumstances, of course, we can no longer regard 
the activating factor of guinea-pig serum and lecithin as being 
identical. If lecithin and serum complement were identical, the 
antilecithin should act also against the serum complement. In 
guinea-pig serum, however, as is shown by its activating power, an 
excess over any such inhibiting substances is surely present and this 
excess, of course, persists even in quantities of the serum so small 
as no longer to lead to haemolysis. A serum protection can there- 
fore be exerted only against substances which are different from the 
activating substance of the serum. 

Further confirmation of this difference was afforded by the fact 
that we succeeded in demonstrating the existence of antilecithin 
and anticomplement components in normal rabbit serum inactivated 
by heating to 56° C. By the addition of lecithin vje completely 
neutralized the components which inhibit lecithin.^ In fact we added 
so much that there was a slight excess of free lecithin. Although this 
mixture in large quantities was itself acMvotivg, in sm-aller quantities 
it was able to markedly inhibit haemolysis with cobra, venom guinea-pig 
serum. The anti complement component of the rabbit serum had 
been unaffected by the addition of lecithin, as can be seen from the 
following experiment: 

20 cc. rabbit serum are mixed with 180 cc. absolute alcohol, the resulting 
precipitate rapidly filtered, pressed out, and dissolved in 20 cc. salt solution 
This solution protects against cobra venom haemolysis not only with lecithin 
activation but also with that of guinea-pig serum. 

4cc. of the inhibiting solution are digested for three-quarters of an hour with 
2 cc. of a 0.17% lecithin solution. In large amounts this mixture, through an 
excess of lecithin, activates cobra venom; in small amounts it inhibits the 
activation with guinea-pig serum. (See Table IV.) 

Besides this we have discovered that cholesterin markedly 
inhibits, or even entirely prevents, the cobra-venom haemolysis 
brought about by lecithin. We shall return to this point later. In 
contrast to the behavior of the lecithin we find that the serum com- 
plement is practically unaffected by cholesterin, for only a very 
slight inhibition is observed even with large amounts of choles- 
terin, a phenomenon which may be due to absorption. Such an 
experiment is reproduced in Table V. The solution of cholesterin 


^ In order to exclude the activating action of rabbit serum, which is due to 
available lecithin, it is necessary to work with the alcoholic precipitate obtained 
from rabbit serum This contains the inhibiting substances. 
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was made by mixing 1 cc. of a hot, saturated solution of cholesterin 
in methyl alcohol with 9 cc. hot 0.85% salt solution. This homo- 
geneous suspension of cholesterin served as stock solution for the 
experiments. 

TABLE lY 

0.25 cc. Guinea-pig Serum and the Inhibiting Solution are Digested 
AT 37® C. FOR Three-quarters of an Hour. Thereupon the Ox 
Blood -hO.Ol 1% Cobra Venom are Added. 


Amounts of 
the Inhibiting 
Solution. 

cc. 

Hsemolysis in the Presence of 

A- Native Solution 
of the Precipitate. 

B. Solution of the 
Precipitate + 
Lecithin, 

1.0 

faint trace 

complete 

0.5 

trace 

almost complete 

0.25 

little 

moderate 

0.15 

< ( 

little 

0.1 

moderate 

moderate 

0.05 

‘ * 

< ( 

0.025 

strong 

t ( 

strong 

0.01 

almost complete 

0 

complete 

complete 


TABLE V. 


Cholesterin 

Solution. 

cc. 

Ox Blood-f-0.01 cc. 1% Cobra Venom 
Activated with the Complete 

Solvent Dose of 

(a) Guinea-pig 
Serum. 

(6) Lecithin. 

0.5 

moderate 

0 

0.25 

c t 

0 

0.1 

‘ * 

0 

0.05 

strong 

0 

0.025 

complete 

0 

0.01 ■ 

t ( 

0 

0.005 

11 ! 

0 

0.0025 

t ( 

complete 


These various experiments lead us to believe that serum comple- 
ment and lecithin are two entirely distinct substances. On the other 
hand the complementing property of the serum for cobra venom 
corresponds so well with the other complement functions of the 
sera that no reason at present exists for undertaking a separation. 
In conformity with this ‘ correspondence we find that the activating 
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substance is absorbed by yeast. In the same connection we may 
perhaps mention that when fresh guinea-pig serum is shaken with 
ether it loses not only the other complementing functions but also 
that for cobra poison. If guinea-pig serum which has been heated 
to 100^ C. (and which therefore owes its activating property to the 
lecithin liberated through heat) is treated with ether in exactly the 
same manner, the complementing function remains unchanged. 


II. The Lecithin Content of the Stromata and the Activation of Cobra 
Venom Dependent Thereon. 

In the investigation of the substances in the red blood-cell termed 
endo complements we were at first led into error by the employ- 
ment of just this method of differentiation dependent on the de- 
structibility of complements by means of ether. 

For these experiments we used the combination ox blood -f cobra 
venom + solution of guinea-pig blood. The latter was obtained by 
dissolving sedimented guinea-pig blood in distilled water. The solu- 
tion was made up to three times the original volume of blood, where- 
upon NaCl was added until the solution contained 0.85%. If such 
a solution is shaken with highly purified ether (1 volume blood 
solution -f 10 volumes ether) and a sample of the solution (separated 
by means of a separating-funnel) is tested it will be found that this 
has lost its power to activate cobra venom. The ethereal residue 
taken up in salt solution also exhibited no complementing properties, 
so that it appeared as though the substance termed '^endocomple- 
ment^' was destroyed by the ether just as were the serum comple- 
ments. This, however, is not the case. When the blood solution 
separates after shaking with ether an emulsified stratum is formed 
between ether and blood solution. On testing that part of the blood 
solution which contains this intermediary stratum the entire quantity 
of the activating substance is recovered. (See Table VI.) 

This shows, therefore, that the activating substance had not been de- 
stroyed, but that it had escaped our observation, owing to the peculiar 
behavior of the emulsified stratum. It is well known that such emul- 
sions take up minute solid particles most readily, and it was natural 
therefore to assume that the activator contained in the blood-cells 
is connected with their stromata. In laky blood 'solutions the stro- 
mata are present in a swollen state; hence we sought to separate 
the stromata from the rest of the hsemoglobin solution. With guinea- 
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pig blood solutions this is very simple, for on strongly centrifuging 
the solution used for complementing, especially if some salt is added, 
the stromata settle out very well. By removing the supernatant 
hemoglobin solution and perhaps once more washing the sediment, 
the stromata are readily isolated. This suspension of blood stromata, 
made up to the original volume with salt solution, showed itself 
just as capable of activating cobra venom as was the original blood 
solution, whereas the decanted fluid was entirely inert. The activating 
substance of the blood solution is present therefore not in solution but 
as a constituent of the stroma of the blood-cells. (See Table VII.) 


TABLE VI. 


Amounts of the 
Blood Solution. 

cc. 

Ox Blood +0.01 cc. 1% Cobra Venom + Blood Solution. 

(a) Native. 

(6) After Shaking with Ether. 

I Lower Half of the 
Blood Solution. 

11. Upper Half of the 
Blood Solution (to 
gether with the emulsi- 
fied stratum ;. 

1.0 

complete 

0 

complete 

0.5 

0 


0.25 

i 1 

0 

n 

0.10 


0 

n 

0.05 

0 

0 


0.025 

0 

0 

faint trace 

0.01 

0 

0 

0 


TABLE VII. 


Ox Blood +0 01 cc. 1% Cobra Venom + 


Amounts of 


a. 6, and c. 




cc. 

(a) Guinea-pig Blood 

(6) Suspension of 

(c) Decanted For- 


Solution. 

Blood-cell Stromata 

tion. 

1.0 

0.5 

comjplete 

complete 

0 

0 

0.25 

t ' 

it 

0 

0.15 

1 1 

1 1 

0 

0.1 

little 

trace 

0 

0.05 

0 

0 

0 


This threw some light on the inactivation of the blood solution at 
62° C., a fact which made the complement character of the acti- 
vating substance seem exceedingly probable. In contrast to the 
native blood solution we find that the suspension of stromata remains 
unchanged when heated to 62° C. 
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The activating substance itself is therefore thermostable. If, 
"^over, the decanted haemoglobin solution is again added to the stro- 
^ and this mixture heated to 62° C. inactivation will again ensue. 
TTable VIIL) 


TABLE VIII. 


tints of 
and c. 

C5C, 

Ox Blood +0.01 cc. 1% Cobra Venom + 

(a) Guinea-pig Blood 
Stromata Suspension. 

(6) The Suspension 
Heated to 62° C. 

(c) The Suspension + 
Decanted Fluid (Hspmo- 
globin) Heated to 62° C. 

1 .0 

complete 

complete 
< < 

0 

O .5 

< ( 

0 

O .25 

1 1 

( t 

0 

O .15 

i i 

strong 

0 

0.1 

trace 

trace 

0 

O .025 

0 

0 

0 


F rom this it appears that the inactivation' of the native blood 
^fcion depends on this: that on heating to 62° C. the active substance 
at>ines with the haemoglobin in such fashion that it is no longer 
B to combine with the cobra amboceptor. Hence in view of the 
liness with which lecithin combines with albuminous substances, 
, we believe that the activating property of dissolved blood-cells 
cti we previously described as an ^'endocomplement action’' is 
ly due to the presence of lecithin or lecithin-like substances in the 

W"e have convinced ourselves of the correctness of this assump- 
L a.lso by the fact that lecithin is bound by crystallized horse 
Qo^lobin by heating for half an hour to 62° C.^ An experiment 
his kind is reproduced in Table IX. 

Al solution of haemoglobin heated for half an hour to 62° C. is also 
j “to inhibit the activating property of lecithin when digested with 
for half an hour at 37° C. 

The lecithin character of the activating substance present in the 
blood-cells is confirmed by a number of other observations which 
with the analogous character of cobra-venom haemolysis on the 


"VV”e were able to completely extract the activating substance from the 
aa-ta. suspensions by means of alcohol. Besides this, in activating with 
na-ta- in the presence of excess of cobra venom, one observes an inhibition 
>molysis due to the deflection of the lecithin. 

Wo are much indebted to Prof. Hiifner of Tubingen for this haemoglobin. 
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addition of lecithin and of blood solution. These characteristics are 
as follows: 

1. The haemolytic activity at 0°. 

2. The comparatively rapid course of haemolysis. 

3. The marked inhibitory action of cholesterin. (See Table X.) 


TABLE IX. 


— 

Amounts of 
the Hsemoglo 
bin-Lecithin 
Solution, 
cc. 

Ox Blood + 0.01 cc. 1% Cobra Venom + 
Haemoglobin- Lecithin Solution.’*' 

(a) Native. 

(6) Heated for One- 
half Hour to 62° C, 

1.0 

complete 

0 

0.75 

( t 

0 

0.5 

1 c 

0 

0.35 

little 

0 

0.25 

trace 

0 

0.15 

0 

0 


*5 cc. haemoglobmX5 cc. 0.0125% lecithm solution. 


TABLE X. 


Amounts of 
the Cholestenn 
Solution. 

cc. 

1 cc 5% Ox Blood + 0 01 cc 1% Cobra 
Venom + 

(a) 0.25 cc. Solution 
of Guinea-pig 
Blood.t 

(6) 0.25 cc. 0.01% 
Lecithin. t 

0.025 

0 

0 

0.01 

trace 

0 

0.005 

moderate 

0 

0.0025 

complete 

1 

complete 


t= complete solvent dose. 


It will be remembered that in these three points guinea-pig serum 
exhibited exactly the opposite behavior, a fact which led us to ascribe 
its activating power to true complements. 

We have therefore come to the conclusion that solution by means 
of blood solutions is only a property of the lecithin contained in 
the blood-cell stroma, and is not due to true complements. We 
know that according to Ehrlich’s i conception the stromata of the 
red blood-cells are to be looked upon as living protoplasm. In this 


^ Ehrlich, Zur Physiologie und Pathologie der Blutscheiben, Charity An- 
nalen, VoL X, 1885. 
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respect the demonstration of lecithin in the stroma would appear to 
be of special interest, for just this substance is regarded as particu- 
larly important for the functions of the protoplasm.^ 

A further problem, to be sure, is whether this lecithin exists free 
in the red blood-cells. We have a number of reasons for believing 
that this is not the case. It was first shown that in yolk of egg 
only a small part of the lecithin can be shaken out with ether, whereas 
by extracting with alcohol the entire amount can be obtained.^ The 
reason for this is that the greater part of the lecithin is conjugated 
with the vitellin of the yolk. This combination can be obtained 
as a globulin-like body which is soluble in salt solution and precipitates 
on dialyzing.2 

The lecithin is obtained free, however, only after extraction with 
alcohol, by which the vitellin also changes and becomes insoluble 
in salt solutions. In demonstrating the presence of lecithin by 
means of cobra venom we too have observed that the serum and the 
red blood-cells yield no lecithin to ether, or if they do it is only in 
faint traces. On the other hand, the active power of the alcoholic 
extracts at once led to the recognition of the presence of lecithin. 

From this point of view some of our earlier observations can 
easily be explained. We stated that solutions of certain species 
of blood-cells were strongly activating, while others showed this 
property to a far less degree or not at all. The alcoholic extracts 
of all species of blood, however, contain nearly the same amount of 
lecithin (demonstrated by the activation of the cobra venom). This 
apparent contradiction is readily explained by the fact that in the 
different species of blood the lecithin is conjugated with different 
substances of the stromata and, furthermore, that the firmness of 
this combination varies extensively. Thus in goat blood the union 
is so firm that the avidity of the cobra venom does not suffice to 
separate the two components; the consequence is that there is no 
activation with a solution of goat blood. On the other hand, in 


^ It has long been known that lecithin is a constant constituent of the 
red blood-cells; for many species of blood-cells this content has even been 
worked out quantitatively. Nothing, however, was thus far known concern- 
ing the locaUization of the lecithin. 

®See Hoppe-Seyler’s Handbuch der physiologisch- und pathologisch-chem- 
ischen Analyse, Seventh Edition, edited by H.* Thierfelder, Berlin, 1903, 
page 157. 

®lbid., page 369. 
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guinea-pig blood, for example, the lecithin is so loosely combined 
that this blood can be used for activation. Hence, in speaking of 
the lecithin action of animal tissues or juices, we refer only to the 
lecithin which is free (available) in the sense just described; part 
or all of the lecithin present may escape detection by means of the 
activation of cobra venom. 

The fact that relatively slight alterations can cause the combina- 
tion of lecithin to be either looser or firmer may be of some interest 
in another direction. We have seen that the lecithin of many species 
of sera becomes free only at 65° C., while the hsemoglobin, on the other 
hand, anchors the lecithin at 62° C. It is possible that during life 
slight variations in the physical and chemical properties of the tissues 
(variations which have heretofore been undetected) play an important 
r61e in the sense that they properly regulate the exchange and trans- 
portation of the lecithin so important for the vital functions. Dieu- 
donn4^s^ researches show that the albuminous bodies with which 
the lecithin is combined (principally in the form of lecithalbumin) 
are demonstrably modified, even at temperatures still quite distant 
from their coagulation point. This author showed that B. coli, for 
example, when inoculated into a serum lactose solution causes a 
distinct precipitation even at 45° C., while this does not occur at 
37° C, In the case of serum albumin, therefore, the temperature at 
which this modification takes place is very near the temperature 
which occurs in the living organism under pathological conditions. 
In view of this and of the evident dependence of the physiological 
behavior of the lecithin on the integrity of the albumin molecule^ 
one is tempted to see a causal relationship between febrile processes 
and disturbances in lecithin metabolism. 


III. The Inhibitory Action of Cholesterin. 

The marked inhibitory action which many sera exert on hsemolysis 
with cobra venom and lecithin was described some time ago (Kyes, 
1. c.) and the opinion then expressed that this protective action of the 
serum was probably not due to a single substance but was the resultant 
of several factors. Evidently we are here dealing with certain rela- 
tions which exist between serum constituents and the lecithin, making 

^ Dieudonn^, Uber das Verhalten des Bact coli zu nativem u. denalurir- 
^em Eiweiss, Hyg. Rundsch 1902, No. 18. 
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it impossible to demonstrate the existence of the latter by means 
of cobra-venom haemolysis.^ 

Having thus learned that cholesterin exerts a marked inhibiting 
effect on the action of lecithin we shall probably not err if we 
assume that part of the serum protection is due to the choles- 
terin present in the sera. One thing which agrees perfectly with 
this assumption is the fact that often this protective action is still 
present after heating the serum to 100° C. 

The marked inhibition of haemolysis on the addition of choles- 
I terin, an inhibition which applies also to the haemolysis produced 

i by lecithin alone when in large quantities, points to an interesting 

I antagonism between lecithin and cholesterin, to which a few words 

I may be devoted.^ In this case the cholesterin probably has a rela- 

tion to lecithin which is similar to that of saponin in Ransom's well- 
I known experiments.^ In both cases we seem to be dealing with the 

I effect of a kind of solvent affinity betw^een cholesterin on the one 

I hand and lecithin and saponin on the other; by means of which 

1 affinity the presence of cholesterin within the blood-cells gives rise 

? to toxic action, and outside of the erythrocytes exerts a protective 

( action. It is possible that the protection observed by us in hsemolytic 
test-tube experiments wdth cholesterin is in some way connected 
I with the protective action of cholesterin against snake venom in the 

I animal body described by Phisalix.^ Another fact may be men- 

■ tioned in this connection, namely, that the hsemolysis of washed 

I 

I ^ On the other hand the specific protection exerted by Calmette’s snake- 

venom immune serum is not an antilecitliin effect, but, as was to be expected, 
f one depending on the action of the antibody produced by immunization (anti- 

^ amboceptors) on the amboceptors of snake venom. When varying amounts 

J.; of lecithin were employed the protective action of Calmette’s serum remained 

I constant, always neutralizing the same amount of cobra venom 

i * We may add that, like Noguchi (The Antihaemolytic Action of Blood Sera, 

Milk, and Cholesterin upon Agaricin, Saponin, and Tetanolysin, etc., Univ. of 
Penna. Med. Bulletin, Vol. XV, No. 9, 1902), we observed a very marked choles- 
terin protection against the action of tetanolysin, (0.00025 cc. of our stock 
I solution, which certainly contains not more than 1% cholesterin, protects against 

the complete solvent dose of tetanolysin (0.05 cc.).) On the other hand, choles- 
; terin is absolutely without effect on the hscmolyses due to staphytolysin and 

arachnolysin. In connection with this we might mention the fact so inter- 
esting biologically, that even so indifferent a substance as neutral olive-oil dis- 
solves the red blood-cells. This haemolysis is likewise inhibited by cholesterin. 

? ® Ransom, Saponin und sein Gegengift, Deut. med. Wochensch. 1901. 

S ^Phisalix, Compt. rend, de la Soc de Biologie, 1897. 
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euinea-pig blood-cells, in themselves susceptible to cobra veaom 
alcue is also luhibited by cholesterin. To be sure, rather large quaa- 
tities of the lat ter are required, but in view of the leeithm character 
of the substances which functionate as endoactivators, this is to be 
e.vpected. (f>ee Table XI.) 

TABLE XI. 


Amounts of the 
Cholesterin Solu- 
tion, cc. 

1 ce 5% Guinea-pig 
Blood X 0-0025 cc. 

1 % Cobra Venom. 

1.0 

0 

0,5 

0 

0.25 

little 

0.1 

marked 

0-05 

almost complete 

0-035 

complete 


On the other hand, as already remarked, cholesterin exerts littfe 
or no protection against cobra-venom haemolysis when serum com- 
plement IS used for activation. This agrees entirely with the nega- 
tive findings on the protective action of cholesterin recently reported 
by Flexner and Noguchi in an interesting paper on the amboceptor, 
toxoids, and separate constituents of snake venom.^ 

The apparent deviations are probably to be explained merely by 
the different conditions of the experiments, for, as it appears to 
us, these authors made their experiments only on unwashed blood- 
cells or by the addition of serum. In both cases, however, one is 
dealing with an activation with complement, against which we also 
failed to detect any marked protection with cholesterin. 

IF. Hie Quantitative Relations Existing Between Cobra Venom 

and Lecithin. 

So far as the mechanism of cobra-venom-lecithin haemolysis is 
wmcemed, we a^ume that the lecithin acts after the manner of 
complements, being anchored by certain definite groups of the poison 
motecuie. This has previously been described by Kyes, 1. c. 

Cobra venom and lecithin accordingly combine just like am- 
i»cepfeor and (^implement in serum hsemolysins, and it was there- 
fore to he expected that the quantitative relations which exist be- 

* Ftexaer md J^ogeehi, The Constitutioa of Snake Fenom and Snake Sera 
Uaiv nt Fmna. Med. Bulletin, Fol. XV, No. 9, 1902. * 
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tween amboceptor and complement would be very similar in this 
case. In our studies in hsemolysis due to cobra-venom-lecithin we 
have therefore been able to observe the same mutual depcndcnee 
between amount of amboceptor present and the corri|)lement re- 
quired which the researches of von Dungern,i Gruber ^ and Morgen- 
roth and Sachs ^ showed to exist in their experiments. The rela- 
tion between these amounts is such that when large amounts of 
amboceptor are present, smaller doses of complement sufFice for 
hajmo lysis. 

To be sure, when an inordinately large amount ot cobra venom 
is added the amount of lecithin required for complete solution is 
also larger, as has already been mentioned by Kyes. This is evi- 
dently explained by assuming that when the arnourjt of ambocef)tor 
is excessive the distribution of the lecithin is such that part of the 
amboceptor loaded with lecithin is deflected and does not (‘ome 
into action. If, however, the amount of cobra venom is (le(‘r<‘ased^ 
results will be obtained which, within wide limits, agrees with those 
observed by Morgenroth and Sachs (1. c.) with serum haunolysirm* 
The more cobra venom one adds the less lecithin will be needed to effect 
complete hcemohjsis, and, conversely, in adding larger amounts of 
lecithin the minimal complete solvent dose of th(5 cobra venom is 
constantly decreased. This is well shown by Table XIL 


TABLE XII. 


A, 

1 cc. 5% Ox Blood. 

B. 

! 1 ee 5% Ox Blood. 

Amounta of the 
1% Solution of 
Cobra Venom. 

The Amount of 
thin Solution (0.025%) 
NeceBBary for Com- 
1 plete Solution. 

Amounts of the 0 025% 
Lecithin Solution. 

The Amount ot Cobra 
Venom (1%) Neeew 
mry to Effect ('om- 
[ pleta Bt»lutic)n 

0.01 

0.035 

0.3 

0.00001 

0.001 

0.05 

— 


0.00025 

0.075 

0.06 

O.OOOl 

0.0001 

0.1 

— 


0.00001 

0.5 

0.03 

0.005 


From these experiments we see that the quantitative relations 
which exist between cobra venom and lecithin furnish an additional 


* von Dungern, page 36. 

’ Gruber, Wiener klin. Wochensch. 1902, No. 15. 
® Morgenroth and Bachs, pages 2SZ and 260. 
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argument for tlie view that cobra venom and lecithin bebave like 

amboceptor and complement. 


Y. The Suscei>tibility of the Red Blood-cells. 

Th^e observations show that in comparing the susceptibility of 
the various species of blood to cobra venom the limit of activity of 
the venom must be determined with the optimum quantity of lecithin. 
The values thus obtained may be regarded, so to speak, as the abso- 
lute susceptibility” of the blood-cells. In Table XIII the minimal 
complete solvent dose is determined for several species of blood on 
the addition of an abundant quantity of lecithin (0.2 cc. of a 0.025% 
iecithin solutioiv). 


TABLE NHL 


Species of Blood 
( 1 ce, of a 5% 
Suspension), 

Amount of Lecitbin. 
cc. 

Complete Solvent 
Dose of Cobra 
Venom. 

Gram. 

Guinea-pig. . . . 
Ox 

0.2 CC. of a 0.025% sol. 

t i 

( t 

1 1 

0.00000005 

0.0000001 

0.00000025 

0.0000005 

0.000001 

Rabbit. ...... 

Man 

Goat 

L 


If we compare these Talues with the susceptibility of the various 
blood-cells with cobra venom alone (see Table XIV) we shall see 
that when the latter is used the amount of venom necessary for 
complete haemolysis is many times greater than when a sufficient 
amount of lecithin is added. Thus the absolute susceptibility of 
gmnea-pig blood against cobra venom 4-lecithin is 500 times greater 
than that obtained without the addition of lecithin. 

, ^ ttis shows also that although guinea-pig blood heads the list 
m either case there are marked deviations, so far as the other bloods 
are TOm^med, from the results obtained on the addition of lecithin 
Os blood, for example, which is aot at all susceptible when lecithin 
IS lacking IS more susceptible than either rabbit or human blood 

the two latter species of blood are 
dissolved even without the addition of lecithin. ' 

We thought it would be especially interesting to study the sus- 
^^ihty of human blood-cells to cobra venom in various diseases 
In the few cases thus far observed (several healthy persons, two eases 
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of diabetes, one of pneumonia, and one typhoid) we were unable to 
discover any essential difference in susceptibility.^ 


TABLE XIV. 

Susceptibility of Various Species of Blood to Cobra Viwom Alone 


Species of Blood Cl cc. 5% 
Suspension). 

Amount of Cobra 
Venom Required lor Com- 
plete UtJornolyHiH. 

Frog 

0.00001 

0.000025 

0.000025 

0.00005 

0 00025 

0.00025 

0.00025 

0.0005 

0.001 

0.001 

not susceptible 

Dog 

Oninea-pig 

Man 

Rat 

Pier 

Mouse 

rioosPi 

Rabbit 

Horse 

Ox shee[), goat 



As a result of our extensive researches we must continue to 
uphold the view that blood species are clearly divisiblci into those 
directly susceptible to cobra v(‘noni alone and those not susc(^ptibl(‘ 
under those conditions. This follows also from the above table. In 
this respect our observations are at variance with the reecnit state- 
ments of such excellent w’orkors as Flexner and Noguchi. It rtiay 
1)0 well therefore once more to point out a few^ possibilities by which 
this difference can be explained. Flexner and Noguchi observed 
that, in general, after copious w^ashing, the blood-cells were not dis- 
solved by cobra venom, or at least were only partially dissolved. 
In spite of repeated washing of the blood we were unable to discover 
any decrease in susceptibility. 

If Flexner and Noguchi insist on such a thorough washing (O-IO 
times) it appears to us that it can no longer be a question of removing 
the serum complements. The small quantities of serum which are 
contained in the 0.05 ce. blood employed in each tube in the test- 
tube experiment (1 ce. of a 5% suspension) are entirely too small, 
according to our experience, to exert a demonstralile complement 


’ It IB possible that investigations in other diseases will lead to positive 
results. We are not in a position to apply our observations to more extensive 
clinical material, but shall be glad to supply cobra venom for this purpose 
to any one applying for the same. 
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setion after one or two rva^hiogs. We are therefore irore inclined 

It^me that the insusceptibilitj. observed by Flexner and Noguchi 
is due to a washing out of the activatirrg substances present m the 
W«x5-cell One of us has already reported such extraction phenom- 
ena (Kves, 1. c.); we have, however, been unable to repeat the ex- 
Dennients It is possible, as has already been stated, that tbe 
divergent results are due to minute differences in the experiment, 
differences which for the present at least cannot be analyzed, lb 
is also possible that a certain degree of racial divergence in the blood- 
cells of animals of the same species used by Flexner and Noguchi 
and by us gives rise to what at present is an inexplicable difference. 
In the blood-cells employed by us the activating substances could 
not readily be washed out. This is shown by the fact that the acti- 
vating substances are so firmly bound to the protoplasm that they 
are not separated even in preparing the stromata. 

Attention is also called to the antagonism which is so often 
observed between blood-cells and their own serum. This has already 
been pointed out by Kyes. Thus rabbit blood-cells are dissolved 
by cobra venom, and this action is intensified by the addition of 
rabbit blood-cells which have been made laky. In spite of this, 
however, the active serum of the same rabbit inhibits cobra-venom 
hemolysis (see Table XV). In this case, therefore, adherent traces 
of serum cannot possibly effect autoacti vation of the rabbit blood- 
cells. 


TABLE XV. 


AiBcmuts of tbe 
1% Cobra Veaom. 

cc. 

1 cc. b% Rabbit Blood •+ 



Cobra Venom Alone. 

Cobra Venom -+0.05 cc. 
Rabbit Serum. 

Cobra Venom + 0.05 cc. 
Rabbit -blood Solu- 
tion (i). 

e.i 

complete 

0 

complete 

0.05 

ahnast 0 

0 

t i 

0.025 

0 

0 

1 1 

0.01 

0 

0 

1 1 

0.W5 

0 

0 

t i 

0.0025 

0 

0 

( c 


lljere is another point of considerable interest in connection with 
qiMtions, one very important for the technique. The sus- 
c^tibility of the washed blood-cells cam readily be overlooked in 
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many cases owing to the occurrence of a marked inhibition of hsemolysis 
cine to the presence of an excessive amount of cobra venom. 

Kyes (1. c ) has already discussed in detail the fact that in hae- 
molysis with cobra venom alone a phenomenon can occur which is 
analogous to the deflection of complement described by M. Neisser 
^nd Wechsberg.^ In rabbit blood we have observed extensive indi- 
vidual differences so far as this deflecting phenomenon is concerned. 
AVe have often found animals whose blood-cells remained undissolved 
in the presence of even a very slight excess of cobra venom, so that 
it was necessary to have just the right amount of venom in order 
ifco effect haemolysis. Table XVI shows several examples of this. 


TABLE XVL 


Amounts of 1% 
Oobra Venom 

cc. 

1 cc 5% Rabbit Blood. 

Rabbit 

I. 

Rabbit 

II. 

Rabbit 

III. 

Rabbit 

IV. 

1.0 

0 

— 

— 

— 

0.5 

faint trace 

— 

— 

— 

0.25 

little 

j 

— 

— 

0.1 

complete 

0 

trace 

complete 

0.075 

almost 0 

complete 

— 


0 05 

0 

moderate 

marked 

t c 

0.025 

0 

0 

complete 

1 1 

0.01 

0 

0 

trace 

t ( 

0.005 

0 

0 

0 

strong 

0.0025 

0 

0 

0 

trace 

0.001 

0 

0 

0 

almost 0 

0.0005 

0 

0 

0 

0 


The marked deflection which is observed in the blood of rabbits I, 
11, III is evidently caused by a relatively slight amount of activating 
substances present in and at the disposal of the red blood-cells. On 
•tlie other hand the different behavior of other bloods, as in rabbit IV, 
ishows how the amount of free lecithin contained in the’ blood-cells 
< 3 a/n vary from case to case. It might pay to examine the blood 
of different rabbits for this purpose. 
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TI. A Few Cliemical Considerations. 

Finallv we should lil'e briefly to discuss some of our experieuces 
.uth tlM‘‘ power |x>ssessed by certain other substances to activate 
veivrL. lu view of its content of lecithin, it will not surprise 
,i. to know that bile activates cobra venom. It may be interesting, 
fvrnvtner to learn that goat milk acquires activating properties only 
it has previously been heated to 100^ C. This behavior corre- 
eiitirelv to that of certain species of sera whose lecithin does 
i:ot k>i*onie a^vailable until after they have been heated to 65-100^ 
Among ehtmiical substances we hai^e found a number of fatty acids 
and their soaps, chloroform, and olive oil able to activate to a cer- 
tain All these substances by themselves, however, dissolve 

tilt' lilcKHl-cells to a greater or less degree^ and the increase of this 
action is so slight that it is doubtful whether we can here speak 
of pure activating phenomena.^ 

According to our experiences only one more substance, namely, 
the lec*ithin-like eephalin, possesses marked activating properties. 
(Cerebrifi does not possess them.) For this eephalin we are indebted 
to Waldemar Koch of Chicago, who made it from sheep's brain. 
Aeconling to him, it is a dioxystearylmonomethyl lecithin.^ The 
rephalin (which is insoluble in alcohol) and the lecithin (which is 
»diible in alcohol), both made by Koch from sheep's brains, further- 
more two other preparations of lecithin (one from Riedel in Berlin, 
the other kindly placed at our disposal by Dr. Bergell), all these- 
inaiiifc^ted a hsemolytic action (if at all) only in 500-600 times the 
saiount sufficient to activate the cobra venom. 

A preparation of lecithin derived from leguminous seeds, for 
we are indebted to Prof. Schulze of Zurich, showed less dif- 
ference l>etwecii activating power and hsemolytic action, but even 


^ It m powble that the coctostable hsemolysins (soluble in alcohol-ether) 
IIm extracts belong in the same class with these sabstances (see 

K#i«hiiii tod Morgeoroth, page 267 ). 

^ It Biait always be borne iamind that the activating property of these sub- 
m-nern mmj poBiibly only be an indirect one, the presence of the substance 
to m&M available the lecithin always present in the blood-cells in 

* W. Kocli, Zur K«intBfes'des lecithins. Oephalins und Cerebrins aus Nerven- 
Mtmk, f physiol Chemie, VoL 36, Nos 2 and 3, 1903. 
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^a.tio -was still 1:200. A lecithin obtained from E. 
similarly. Nevertheless all of these preparations 
" ^c^xial in their activating power. It is hard to say whether 
" eliolin radical or the fatty-acid radical represents the 
:^hLore group of the combination formed by the union of 
the cobra venom. It may be mentioned, however, 
cholin exerts no hsemolytic effect, and that sinapin ^ 
ether of cholin), despite the cholin radical which it 
•*^Hcisses no activating power. We are therefore inclined 
hzxt the toxic action is caused by the fatty-acid radical 
iiA molecule. This also agrees with the hsemolytic action 
■U 3 in neutralized stearylglycerophosphoric acid and in 
^-Utioned fats and fatty acids. We shall report on further 
i direction at a subsequent period. 

JHion we may be permitted to discuss- briefly a few inci- 
vo^tions. Among these is the fact that hydrochloric acid 
hboh no destruction or weakening of the cobra venom, 
JTtH a marked protective action on the same. A venom 
oH completely loses its activity by heating to 100® C. 
nrixites can be heated for half an hour to 100® C. without 
‘tnolytic property if it contains ^/isn HCl. Not until 
ontaining the acid is heated for two hours to 100® C. 
1 complete. Possibly the protection exerted by the acid 
3 tlie basic character of those binding groups of the* 
molecule which are here concerned. So far as the 
>tlior agents on the cobra venom is concerned we shall 
t^lnat all procedures which prevent the action of the 
, in the animal body ^ (an action due mainly to the 
omponents of the poison also destroy the haemolytic 
venom. Examples of this are powerful oxidizing sub- 
BBiom permanganate, chloride of lime, chloride of gold^ 


e indebted to Geheimrath Schmidt in Marburg. 

lily tlie detailed and excellent investigations of Calmette, Annales 

ur-, T. VIII, 1894. 

ir Noguchi, 1. c. 
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Risumi. 

1. The property of certain sera to activate cobra venom, a prop- 
crty wMdi is lost by heating the sera to 56^ C., depends on the presence 
€)f eomnlemeiils; in the restricted sense. 

2. The activating property of blood solutions depends on the 
lenihiii contained in the red blood>cells; this also gives rise to the 
susceptibility of the blood-cells against cobra venom alone. The 
lecithin which comes into play is a constituent of the stromata. 

3. The fact that blood solutions are inactivated by heating to 
62^ C. is due to the combination at this temperature of the lecithin 
with the hiemoglobin* suspensions of blood stromata are not inacti- 
\ ated at this temperature. 

4. Choiesterin inhibits to a high degree haemolysis by means of 
cobra venom alone, and of cobra- venom-lecithin. When serum 
complements are used for activation, cholesterin exerts little or no 

protective action. 

5. Cholesterin does not inhibit haemolysis due to staphylolysin 
and araehiiolysin, but very markedly inhibits that due to teta- 
noijsin and to olive-oil. 

6. The quantitative relations between cobra venom and lecithin 
€orres|x>nd to those of amboceptor and complement; the more cobra 
venom present the less lecithin will be required for haemolysis, and 
Yiee versa. A deflection of lecithin does not occur unless very large 
amounts of cobra \’enom are used. 

7. Most species of blood are susceptible even to cobra venom 
alone. The “absolute susceptibility’" determined with the optimum 
addition of lecithin may be many times that obtained without the 
addition of lecithin. 

8. Hydrochloric acid exerts a marked protection on cobra venom 
^Mnst destruction through high temperatures. Potassium per- 
raangaimte, chloride of lime, chloride of gold, soda lye destroy cobra 
venom (experiment with blood -f lecithin). 

a Bile activates cobra venom; milk (goat) only after it has pre- 
viously been heated to lOO^ C. 

10 . batty acid, soaps, chloroform, and neutral fats have a hsemo- 
iytic action. The h®molytic action is somewhat increased on the 

addition of cobra venom. 

U. I^ithin and cephalin, on the other hand, exert a hemolytic 
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action on the ordinary spe(?ies of blood only, if at all, when 200 or 
600 times the amount is used which suffices for activating the cobra 
venom. 

12. In the poisonous combination formed on the union of cobra 
venom with lecithin the fatty-acid radical may, with a certain degree 
of probability, be regarded as the active group. 


XXXVr. THE ISOLATION OF SNAKE XENOM 
LECITHIDS." 


By Dr, 


Pheston' Kyes, Instructor in Anatomy, University of Chicago, Fellow 
of the Rockefeller Institute for Medical Research, 


Spfci\l interest attaches to the study of snake venoms be- 
cause of the analogy vLich exists between their peculiar character 
aiKi that of bacterial toxins. All investigators who have worked with 
tliF subject have been struck by this analogy, and Phisalix^ has dis- 
cussed It in a special monograph. The analogy between snake venoms 
and bacterial toxins consists, above all, in the fact that neither are 
cTvstailizable, that their constitution is unknown, that both are 
highlv \ iriilent specific products of poison-forming cells, and both 
|x>ssess the power to excite the production of antibodies in the 
organism. This last fact we know from the fundamental researches 
of Calmette.^ 

A further analogy between snake venoms and the toxins is the 
fact that the poisonous properties of both are destroyed by heat, 
and that the non-toxic substance thus formed is able to excite the 
production of antibodies just as well as the original substance. In 
other words, in both poisons there is a formation of toxoid. Snake 
venom has accordingly played an important role in the theoretical 
doctrine of immunity. Martin and Cherry,^ for example, by their 
well-known filtration experiment were able to prove ‘that snake venom 
and antitoxin unite to form a new non -poisonous" combination. 

This experiment is based on the principles first formulated by Ehrlich 

^ Repriat from the Berliner Min. 'Wochensch. 1903, Nos. 42 43. 

* Fhlsalia:, Etnde compar^e des toxines mierobiennes et des venins, L’Anix^e 

I, 18^. 

•Caliaette, Ann. de Flnstitut Pasteur, No. 5, 1894. 

* Martin and Oierry, Proceedings of the Royal Society, Vol. L2III, 1898. 
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in his studies on ricin and antiricin, and the results are entirely similar 
to Ehrlich's.-^ 

Still another important analogy between snake venoms and bac- 
terial poisons consists in their plurality, a fact which has been demon- 
strated for a number of poisons. In the ordinary well-defined chem- 
ical poisons we are accustomed to regard the diverse toxic phenomena 
as due to the action of one and the same substance on different organs. 
(In poisoning with corrosive sublimate, for example, the diverse 
toxic phenomena which are produced in the various organs.) The 
toxins, however, have to a large extent shown a different behavior, 
the action on different organs being ascribed to different kinds of 
poisons, which frequently possess different hapto})hore groups. The 
possibility of correctly and sufficiently analyzing thes(i poisons do- 
pends in a large measure on Ehrlich’s theory of the combination of 
these poisons. In this way it has been shown that h^tanus toxin 
consists of at least two components, tetanospasmin and t(‘tanolysin,- 
to which, according to Tizzoni, a third poison must be udch^l, one 
which gives rise to the cachexia. 

In snake venom the conditions arc entirely similar, the difffn’ont 
effects which it produces in the animal body being due to the pr(‘S(mco 
of different poisons with different haptophore groups. The late 
lamented Myers ^ showed that the luemolytie proi)crtyof snake venom 
is to be separated from its neurotoxic property ; and re(;ently flexner 
and Noguchi^ have shown that the mdematous swellings prodiuad 
by injections of snake venom arc due to the presence of a third toxic 
component acting on the endothelium. 

For some years I have closely studied cobra venom, and especially 
that constituent of the same which causes solution of the red l)lood- 
cells. Part of these researches were conducted conjointly with Dr. 
H. Sachs.^ I was able to confirm the interesting observation of 
Flexner and Noguchi ® that the snake venom, as Buch, did not act 
on certain blood-cells, but that hamolysis occurred only when a second 
substance is present which acts after the manner of a complement. 


’ Ehrlich, Fortschritte der Medizin, 1897. 

2 Ehrlich in Madsen's paper, Zeitschrift f. Hygiene, Vol. XXXII, 1899. 

^ Myers, Journal of Pathology and Bacteriology, 1900, VI, 405. 

* Flexner and Noguchi, Univ. of Penna. Medical Bulletin, Vol. XV, No. 0, 
1902. 

® Kyes, see page 291 ; Kyes and Sachs, see page 443. 

® Flexner and Noguchi, Journal of Exp. Medicine, Vol VI, No. 3. 1902. 
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Bv follo'wing up a verj- important observation made by Cal- 
mette,' that the complementing action of a serum, in contrast to 
what is seen with ordinary complements, is still preserved after heating 
to 02^ C., we succeeded in discovering what this complementing agent 
was, and prov ed that lecithin was able to activate the cobra venom 
amlH)ceptor. Especially were we able to show that the divergent 
Ixdiavior ot the various species of blood- cells (some of them, ox blood, 
goat blood, sheep blood, are not dissolved by cobra venom alone, 
while others, such as guinea-pig blood, rabbit blood, human blood, 
(log bl(x>d, are dissolved under these circumstances) is due exclusively 
to the lecithin, only those blood- cells being dissolved in which the 
lecithin is so loosely bound that it is available for the activation of 
the cobra-venom amboceptor.^ 

An exact study of these activating phenomena by means of lecithin 
seemed to us to be of the highest importance for one of the fundamental 
problems of immunity, namely, the mode of action of complements. 
Every one who has had any large experience with the activation of 
ordinary haemolytic amboceptors by means of complements, and 
who compares this activation with that of cobra venom by means of 
lecithin, will be surprised at the complete similarity of both processes, 
and will not doubt that essentially the same mechanism must control 
both. Por some years the schools of Bordet and Ehrlich have had 
a sharp conflict of opinion concerning the explanation of the funda- 
mental facts observed by Ehrlich and Morgenroth, that the amboceptor 
is anchored by the red blood- cells, thus making the blood-cells sus- 
ceptible to the action of the complements. For numerous reasons 
which are given in the earlier studies, Ehrlich’s school assumes that 


' Calnaette, Compt. rend, de l’A(jad. des Sciences, T. 134, No. 24, 1902. 

’ Some time ago we confirmed the observations of Flexner and Noguchi 
^ Mood-oells unsusceptible to cobra venom alone can be activated by certaiil 
fre^ sera, amd that this activatibility is then lost on heating the sera to 56° C 
In cMfomuty these authors we assumed that the cobra venom couW 
ate be ^ivat^ by true complements. At present, however, we have become 
rather s^tical as to the correctness of this explanation. We cannot at once 
dismisB the assi^ption that the action is an indirect one, the action of the 
tethin combination in the red blood-cells to become looser 

furth activating power on the amboceptor 

^ finds furtl^ support in several observations which we have on 
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complement and amboceptor unite to form a new poisonous combina- 
tion, and this is the view vrhich I also take. Bordet, however, even 
in his latest study ^ asumes that there is no direct afHnity between com- 
plement (alexin) and amboceptor, but “que la sensibilatrice modifie 
I’dldment de mani^re k liii faire acqu^rir lepouvoir de fixer directement 
Talexine avec beaucoup d’energie.'' 

The Frankfurt Institute has furnished a number of important argu- 
ments for the direct union of amboceptor of complement. Because 
of the lability and great number of the complements as well as the 
impossibility to isolate the active product chemically it was out of the 
question to furnish direct chemical proof for these views. Nor is there 
in the present state of scientific knowledge any hope that this problem 
will be solved in the near future. For this reason we rejoiced in the 
discovery that in lecithin we bad found a substance possessing 
complement-like properties, and which because of its chemical 
behavior would serve to settle this dispute. 

In other words, it was to be seen whether or not the cobra am- 
boceptor combined directly with the lecithin to form a new hiernolytic 
combination. If it did not do so, it would help sustain Bordet's 
view that the union of the cobra venom amboceptor serves only to 
give the lecithin access to the blood-celi. From the following studies 
it will be seen that the decision which we had been led to exi>ect 
as the result of our biological experiments is confirmed by chemical 
means. 

One thing especially argued for the correctness of our conception, 
namely, the fact that it is possible to inhibit the cobra venom 
hsemolysis by employing very large amounts of cobra amboceptor. 
In that case susceptible blood-cells which can be dissolved by a 
certain definite amount of cobra amboceptor are no longer dissolved 
if many times this amount is employed. This corresponds to the 
phenomenon which we observe in certain bactericidal sera, and 
which according to Neisser and Wechsberg is due to a deflection of 
complement through an excess of free amboceptor. The result is 
comprehensible only on the assumption of a direct chemical affinity 
between amboceptor and complement. For this reason we felt that 
it would be of the greatest interest to gain a clearer insight through 


^ Mode d' action et origine des substances actives, des scrums pr^ventifs 
et des scrums antitoxiques. Rapport pr6sent6 par J. Bordet au Congrts de 
Hygiene et Demographic, 1903. 
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chemical means into the analogous deflection of complement observed 
with cobra amboceptor. 

I. Preparation of Cobra Lecithlds. 

Owing to the tenacious character and the slight solubility of lecithin 
in water it was, of course, impossible to attempt to effect the desired 
combination by direct mixture of the aqueous solution of cobra 
venom with lecithin. On the contrary it was necessary to adopt a 
common chemical procedure, “shaking out," whereby, through the 
agency of an appropriate solvent, the lecithin could combine with 
the cobra venom. After a number of trials we found the best solvent 
for this purpose to be chloroform. 

In our experiments we employed dried cobra venoms which had 
kindly been placed at our disposal by Dr. Lamb and Dr. Greig of 
Bombay, and Prof. Calmette of Lille. The lecithin used was the 
so-called “LecithoP’ of Riedel, and later on “ Agfa-lecithin " of the 
Actien-Gesellschaft fur Anilin-Fabrication. Both of these proved to 
be excellent. Special emphasis must be laid on a sufficient purity 
of the lecithin. For our purposes this is best recognized by testing 
it against red blood-cells. 0.5 cc. of a 1% solution of the lecithin 
should not dissolve red blood-cells. If the contrary is the case the 
lecithin should be purified by precipitating it once or twice with 
aceton.i 

Forty cc. of a 1% solution of cobra venom in a 85% salt solution 
are mixed with 20 cc. of a 20% solution of lecithin in chloroform. 
The mixture is placed in a bottle holding about 100 cc. and thor- 
oughly shaken for two hours in a shaking apparatus. Thereupon 
the mixture is centrifuged for three-quarters of an hour in an electric 
centrifuge making 3600 revolutions per minute. If the procedure 
has been successful the chloroform layer must then be distinctly 
separated from the watery portion, only a very slight compact, 
cloudy, intermediate layer being present. If the lecithin is not 
sufficiently pure this separation will not take place. The watery 
portion is separated from the chloroform layer by carefully pipetting 
off the former. The chloroform layer, usually measuring about 

^We were also able to activate cobra amboceptor with a brom-Iecithin 
which Dr. Bergell kindly placed at our disposal. This preparation proved less 
active than lecithin, but it evidently possesses the power to unite with cobra 
amboceptor to form a lecithid. 
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ill re.., i.- then mixed with five times its volume of fdiemieally pure 
ether whieh h:is been distilled over sodium. A |>rei'i|>itaie forms 
eniiMstirm of the desired cobra venom leeithid, while the leeilliia 
reiiianis dissolved in the ether. 

ih-c‘cipitate and fluid are seiwated by means of the centrifuge, 
tlie original volume of ether again addtxi, shaken, and the riiixtiire 
onre more centrifuged. This is repeated at least ten to twenty times 
ill «')rder to remove any adherent lecithim The substance thus ob^ 
i(!pN(i is the cobra venom leeithid. 

The firoduct can be kept for a long time under ether, apparently 
iiiidergoing little or no change; or it can he carefully dried, through 
wfiich, however, it suffers some change, affecting especially its solu- 
bility l)Ut not its action. The yield of dry substance is quite large, 
1 grnn of dry cobra venom yielding about 5 grms. dry leeithid.^ 

After having worked out the best method for obtaining the cobra 
leeitliid it was next necessary to determine by biological means 
wliether the product isolated by us showeii itself through its specific 
ac*ticui to be the cobra-amboceptor-lecithin combination sought for. 
That this was actually the case could be proven in two ways, 
namely : 

1. By showing that the extracted watery fluid has lost its ha?mo- 
lytic pro|>erty, and 

2. By showing that this property is now present in the chloroform- 
lecithin solutions (see Table I). 

So far as the behavior of the aqueous solution is concerned it can 
actually be shown that the single treatment with chloroform-lecithin 
removes all but traces of the haemolytic {X)W'er, and that a repetition 
of the procedure suffices to remove all of the haemolytic agent from 
the watery solution Corresponding to this we find that the haemo- 
lytic jx)W’er of the watery solution has t^n transferrwl completely 
to the chloroform-lecithin portion, a fact w^hieh shoW'S that the leci- 
thin has united with the cobra venom (Table I). 

’ if ooe has but very little of the priraary sutetanee at one*s disposal another 
method of preparing the leeithid can be tried, one which will answer at Imst 
for prehminarj examinations. 1 ee. of a 4 % aqueous solution of oobm venom 
is mixed with 1 cc. of a 20% solution of lecithin in methyl alcohol, the mixture 
is kept in an incubator for ^veral hours and frequently shaken; then ID ec. 
abKilute et.hyl alcohol %re add.ed and the precipitated albuminoids »|mrated 
by illration. On precipitating the clear filtrate with etb», one obtains the 
leeithid. 
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TABLE I. 

1 cc. 5% Ox Blood + 0.2 cc. 0.1% Lecithin. 




B 

B 

c 



Cobra Venom 

Cobra Venom 

Cobra 


A. 

Shaken Out 

from Cblorf»foriti- 


Native 0.001% 

Shaken Once 

Twice with 

l#©0ithin by Frii- 

CC. 

Cobra Venom 
(Control). 

with 0 1% 
Chloroform 
Lecithin 

10% 

I.«cithxn- 

Chlorofonn. 

eipitating with 

gg 

1.0 

complete 

complete 

nil 

complete 

0.75 



tt 

tt 

0.5 



tt 

tt 

0.35 




tt 

0.25 



tt 

tt 

0.15 




0.1 

almost comp. 




0.075 

marked 


— 


0.05 

0.035 

little 

trace 

« « 

almost comp. 



almost complete 
rnarkeo 

0.025 

almost nil 

moderate 

— 

little 

0.01 

nil 

little 

— 

trace 

0.0075 

It 

trace 

. — 

ainioKt nil 

0.005 

tt 

almost nil 

— 

nil 

0.0035 

tt 

nil 

— 

« t 

0.0025 

tt 

tt 

— 


0.0015 

ti 

«• 



Number of solvent 





doses reckoned on 
the total original vol- 
ume of 40 cc 

266.000 to 

267.000 

800 

0.0 

260,000 to 

Percentage of hsemoly- 
sins in each solution . 

0.00.8% 

0.0% 

267,(KX) 

100% 


100% 


’ Id comparison to the original aqueoua aoliilion ol venom 


The assumption that the cobra amboceptor is extracted by chloro- 
form alone is refuted by control tests. 

The neurotoxic action of the native poison is entirely alwent in 
the cobra lecithid. Relatively large <iuantitic8 of the lecithid in 
aqueous solution can be injected subcutaneously into animals with- 
out producing constitutional symptoms. For example, an amount 
of lecithid which suffices to destroy 200 cc. mouse blocKl can Iks 
injected into mice weighing 16 grms. without causing any furthor 
symptoms than infiltration at the site of injection. In like mantuT 
rabbits can be injected subcutaneously with lOcc. of a 1 % solution 
of the lecithid without causing any constitutional symptoms. In this 
case, however, the local reaction is extensive^ the infiltratcnl area 
often including a considerable portion of the abdominal surface. 
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According to this, therefore, the second constituent of cobra 
venom does not pass into the chloroform-lecithin. In this respect^ 
however, we have been able to demonstrate that the watery portion 
which has practically been freed from the hsemoyltic amboceptor still 
possesses its toxic properties in animal experiments. (See Table II.) 
The essential difference between the haemotoxin and the neurotoxin, 
first pointed out by Myers, is thus confirmed by direct chemical 
means. 


TABLE II. 

Comparative Test op the Neurotoxic Action of a Solution op Cobra 
Venom (a) Before and (6) After Shaking the Cobra Amboceptor 
WITH Chloroform-Lecithin. 


0.01% Venom. 

(a) Native Venom. 

(6) Extracted Venom. 

0.5 

t after 2 hours 

t after 1 hour 

0.35 

t ‘ ‘ 2i hours 

t ‘‘ li hours 

0.25 

t li “ 

t ihour 

0.15 

t “ 2i “ 

t ‘ ‘ 8 hours 

0.12 

t ‘ ‘ 30-40 hours 

t ^ ‘ 30-40 hours 

0.1 

living 

living 


II. The Properties of Cobra Lecithids. 

In the description of cobra lecithid we shall do best to keep to 
the product obtained by the method above described, the last traces 
of lecithin having been removed from the ethereal precipitate by 
repeated washing with ether, and the main portion of the ether in 
turn removed by pressing the precipitate between two folds of filter- 
paper. 

This primary product is insoluble in aceton and ether, but soluble 
in chloroform, in alcohol (cold), and in toluol (on heating). The 
solutions in chloroform and in alcohol are precipitated by the addi- 
tion of ether and aceton. When still moist with ether it dissolves 
very readily in water, a point of some importance. Even if the 
ether which the product contains is rapidly evaporated by means 
of a current of air and the product then dissolved in water an abso- 
lutely clear, light-yellow solution will be obtained. 

These facts show that the primary product is absolutely different 
from the two substances from which it was derived, cobra ambo- 
ceptor and lecithin. It differs from lecithin particularly in its insolu- 
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bility in ether and its ready solubility it. water; frr.rn rohra venun, 
amboceptor in its solubility in the al.ove-.net.li.med orpnne M.lven.., 
alcohol, chloroform, toluol. Cobra v.moni does not pive up .•\en a 
trace of cobra amboceptor to these soKc'itts. 

It has been found that the watery solution of tlie |*riiiiarv mlua 
lecithid obtained from cobra vcmoin and lec'ithim as di-nibed 
undergoes spontaneous modification which leii<ls to I In* foriiialioii 
of an insoluble substance. If flic watery solufioii is allowed f«» .faiid 
at room temperature it gradually b(‘Coii}(*s cloudy, and in tla* course 
of a few hours a whitish precipitate is forui(*d. C In reiianing tlii * pre- 
cipitate, either by filtration or by ccaitiifuge. a precipitate will a-aifi 
form in the clear fluid. The sediiiKuit is ruicrcHTyslalliiite w hitie, traiio 
parent, and very refractile. 

It can easily be shown that t his scHlirmaif is nol lhfiir hut ii nioilified 
form of the lecithid, for aft(‘r thoroughly washing the preripitate 
which has been separated by the centrifuge, it will be found that 
this still exerts its full hiemolytie action. In aceordance willi ihi^. 
the original solution of tlu^ iiriinary produet sliows a pro|»<irtionate 
lovss of power. In one oxiierinuait whicli wt» followed ratlis^r e!oo*lv 
we found that in course of time about fwctdhinb of the leeifhid had 
separated out in solid form, while onc»-t bird was ill Jrft in Mihifion. 
The secondary lecithid produced iu this wav is, as already >lat#*d. 
almost insolulde in cold water; on the other hand, it i^ roadilv • ohihle 
•in warm water, although it again sepanttr^ on eotiliiig Tliis 
havior constitutes the chi(‘f ditTerence between tin* priiiiary itfitl the 
secondary lecithid; the liehavior of the twVi suhstiiiici^ towiird flie 
above-mentioned organic solvent is idtaifii’sil 

Owing to its character the secondary lecitlihl h piirticiilnrty ndiifiled 
■for chemical investigations, and oii(‘ uf tlie forefiir^t fiiiftioritirH leiM 
.already commenced work on this substance. Koine 
which have already been olitainc^d will lie meiifioiif*i1 litter nri. |V»r 
the present we shall merely mention that the |irrtdiif*t gh'es tm 
reaction even when in conmitrateil i^ihitions, We lire for 

future study the chemical study of the akrve lecitliids, m well tin* 
investigation of the neurotoxin oVttained in {Mirifial forrit by mtmm 
of the method above described. 

' The formation of the secondar}^' ledthir! also riccaifM if tfie flliemil 
precipitate is dried at incubator temjKrEtiire. It h then pmy fu 
that such a product has more or less coraplefely !r»»t. it#i f^riltibilify in 
water, especially if it has remained in the themiostal for mmmil tlityn. 
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In its properfiPH flip portipn corrPHporuls entirely with the 

sprc)!i(lary haithid |>r«*pipitat(‘ frein ju|U(‘C)uh Holutions. To oldain 
tlie s(»poiuliiry !«*(4thid as a pun* prcaluct, howev(*r, tlie method first 
iiieiitionc*cl seems pnd<Tabk‘, miin<4y, tluit which starts with the a(|ue-* 
oils solution of thi^ primary suhstancco the rcjsult secuns to be a lighter- 
colored pnahuT. 

It is natural that this hnat hid wIkui finished differs in its action 
in mafiy ways frcun tlieeohru amhoc<‘ptor. It can n^a-dily be under- 
stocRl that tia* cobra, lecithhl acis on the* blood-cells of all the species 
tlius far examim^tb mutbT whedhea th<*s<* cells ])ossess available 
lecithin or not. One fuel of considerable int(‘r(‘st has l)een (Hhcov- 
ered. narmly. that the nb.solute ({Uantity of l(*ciihid nm^ssary for 
ha*nif4ysis is the* same for tin* blood-c(‘lls of different HjX'cies. We 
found that an amount of lecithi«l whi(*h eorn^sponded to about 0.003 
tiig. «!ry cobra veiaim was able to dissolve 1 cc. of a suspension 
of blocHLrells <d different species (guinea-pig, rabbit, man, ox). This 
c|uantity, we may adil, corresponds to the aiiiount of eobrii venom 
wliic'li solutitui of I la* l»lood»cc‘lls in tla* ordinary t<‘st vvh(‘n a 

large e\e(»ss of lecutliin is fireseTit 

An oli^TViitioii whieli is also of consi<l(*nibl(* intcTest is a corn- 
|atri*^on of flu* tina* iiectwirv ff>r the action <d tlx* cobra h‘cithid and 
the* iinilaiceptor, with and witlamt the adclitioti of h*cithin. In enir 
fUTvioUH papers we pointed out that wheai cobra venom is allowa'd 
tc» itef on stiseepf ilile lileaaLcells, solution omirs iifk*r a conHideralilo 
period of iiieiilifitiori, so that in ease a minimal c}Uiintity is omploycHl 
12 to IH hours Cf.wo fioiirH at 37^, then at H®) ehifmc fjefore com|)lete 
solution is t^ffeelf!<i * Kveii if a suitahle excess of cobra venom atid 
the most :.iisepfitihle s.|Mteies of IjUkhI are cunployed, at least 10 to 
30 rniiiiiif’s will tmmllv elajiat l>efore solution is comfileted. Himilnr 
difTi»rtaieiv iiri* oliservial if, iis previously de^scribecl, we allow cobra 
viuioiii aivl kiciiliiri to act on tmsiwceptihlc hlcK)d-celIs. In 
that riise, iigaiii, ivifti minimal cfuantitii^ of lecithin ami arnlw> 
(?ei»tor 11 to IM hmm &m mmrnmry to effc*ct solution; this time 
m clf!crea«ecl if large me^m are employed, but solution is never 
instiititarifKiijs. 

In c*c)ri trust to this a marked doemmo in the {Kiriod of incubation 
is ol-»w»rveil if tlie fifiisliel lecithid is used, solution being instsntaneoiM 
on tlie eriiployiiierit of eimcentratfxl solutions. The shortening in 
the neewitry for nolution liceomm particularly marked when 
sriiiil! cic»f*8 of the lecitlikl are usaJ, solution commencing at once 
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and being completed within 15 to 20 minutcH. In ofhiT words, the 
increase in the rapidity of the process is about twenty-fold. 

This behavior is significant, foi it shows that in this ease tlie period 
of incubation is due not to a slow action of the anchored toxophore 
group (lecithin), but exclusively to the slow devi-lopinent of the real 
toxic agent, the lecithid. The difTercnce in the tune of action in tin* 
case of small and large doses is in accordance with the well-known 
law that the reaction (in this case the union of cobra ainlioceptor 
and lecithin) proceeds more rapidly in concentrated solutions than 
in weak ones. 


TABLE III. 


Amounts of 
Cholesterin 
Solution.^ 


1 CO. 5% Ox 1\UhhI 


A. 

Native Cobra Venom. 

about lir Solvent 
Doses with the Addi- 
tion of Lecithin. 

B 

Primary (’ohm I^ccithid, 
about U Solvent 

c. 

Srsrofiitilirv (‘idirra 
i^rtihUL mlMiiii 
t| Si'dvriii 

0.1 

0 

0 

ii 

0.075 

0 

0 

n 

0.05 

0 

0 

n 

0.035 

0 

0 

Cl 

0.025 

0 

0 

Cl 

0.015 

0 

almost 0 

f do lost Cl 

0.01 

0 

trat'c 


0.0075 

0 

little 


0.005 

alrrio«t 0 

mofierate 


0.0035 

trace 

marked 

tfifirlcefl 

0.0025 

little 

almost, eoinpbte 

alriwsf mtiiplel© 

0.0015 

moderate 

complete 

( 1 


0.001 

marked 

«* 

0.00075 

« ( 

• 4 


0.0005 

tt 

«« 


0.00035 

* t 


»* 

0.00025 

almost complete 

# € 

1 • » 

0.00015 

complete 

\ 4« 

\ 

i » 


‘The solution ol cholesterin made by diluting I ce. <it a naiuratetl imiulion tj etmletienn 
in hot methyl alcohol, with 0 co. 85% nalt Kilution 


A third difference between cobra amboceptor and the finislutl 
lecithid is seen in the behavior toward high temj«*ratiire. The nijutirnw 
solution both of the primary and the secondary cobra lecithid is 
far more stable than solutions of the amljoceptor alone. The former 
can be heated to 100° C. for six hours without any fiarticulnr loss in 
power, while the amboceptor of cobra venom l(»es its action if heativl 
to 100° C. for only thirty minute. Obviously this is to tw* explaincfl 


t 






-'i/i-jr- 


Ther^ 

snake-v^ 


IS 
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by assuo^j ^ the combination has become firmer by the entrance 

into it oj molecule. 

^^j^Tjirth point of difference; the behavior toward the 
^ discovered by Calmette. The finished lecithid 

affecte<^ ^^^^0 by this serum than is the cobra amboceptor. We 

shall ^ article. 

In ^ Ihese differences the behavior of cobra lecithid and 

cobra + lecithin toward cholesterin is similar. We have 

already cholesterin possesses the power to inhibit 

the hiBrirxo^l ^ means of cobra venom. The same is true in 

hiemolyj^i,^. .^^a^ns of the finished lecithid, although quantitatively 

toaless . 




(See Table 111 opposite.) 


£V- 


'Xhe Lecithids of Several Other Poisons. 

was of considerable interest to see whether this 


Naturally it 

peculiar lecithid (thus far without parallel in chemistry) 

was coufi.xi.oci to oobra venom, or extended also to other poisons. The 
following poison B, which we owe to the courtesy of Dr. Lamb, Prof. 
Calmette, II>r. JtCinyoun, Dr. Dowson, and Prof. Kitasato, have there- 
fore been stndiedL by us for this purpose: 

1 . Bothrops lanceolatus; 

2 • Daboia Russellii; 

3. Najahaye; 

4 . Kerait; 

fi . Bungarus fasciatus; 

e. Trimeresurus anamalerms (Hill viper) ; 

T- Trimeresurus Riukiuanus (Japan); 

3. Crotalus adamantus. 

In Sb Bnt>soq[\ient article we shall discuss the behavior of these 
poisons to wni-ci different species of blood-cells. For the present, how- 
ever, wo ncLa,y sa,y that all of these poisons, on the addition of suffi- 
cient locitfcnn, dissolve the blood-cells examined by us, namely, those 
of man, rabbit, ox. With the exception of two poisons 

{Bothrcp'p^ ^^'^G^olatus and Trimeresurus anamalensis) the absolute 
quantity F^oiggon necessary to effect solution, an excess of lecithin 

being about the same for all species of blood examined; 

0.003 sufficient to dissolve 1 cc. of a 5% suspension. The 
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Bothrofs poison is ten times weaker, and that of Trimn'isurus ummu- 
lensis twenty-five times. This ol)servation mado Hit* format i<»ri of 
a lecithid seem probable. An a matter of fact it was c;isy, In inoaiw 
of the method above described, to pr(‘i)ar<r a .•'oUd Iccitfiid whn h 
contained the entire hajmolytic power of the i.oi.soii,s.' Hciico v%,- 
believe that in general all luemolytie snake veiioin.s are of tlie nia- 
boceptor type and possess a lecithinophile grotii>. the occtipafion of 
which by lecithin gives rise to tlu; hicmolytie a<-tion. In fact it 
seems as though in the last analysis tlu^ fa<-tor which <!eleiniities ihe 
type of the hmmolytic action of snaki; venom wa.H principally fhj> 


lecithinophile group. 

A fact which goes to support this view Is the oh.ser\ation that 
several of the poisons c.xamined by u.s probably differ in their haj>to 
phore group, which unites with IIki receptor of the bloc kI - cel Is. 'fhiis 
Lamb 2 has shown that the Daboia amlKiceptor, unlike tfie »•<»!, ra 
amboceptor, is not inhibited in its action by Calniette’s MTUin. Tlie 
same is true for Bothrojm, CroUilus, anil 7'rim< nstiru.'i JltitkiimuHa, 
whereas the poisons of Bunt/arux and Naju haifr are hiniilur t«> Uie 
cobra venom so far as their behavior toward the serum is concerned 

It is quite possible, therefori*, that the difTerenee.s in the vaneuiH 
types of poison arc only difference.s in the haptophore group. wlnJe 
the characteristic lecithinophile grouj) is identical in all eases. 

It was important to see whether in animals other than .snnk« h 
poisons are present which are ca))able of forming lecitliids. We 
therefore- next studied the poison of the scorpion, chno.-ing I hi* 
because Calmette''* had already shown that the- acute fatal aciion 
of scorpion poison could he inliibited liy the- suaki-- venom siTurn, 
a fact indicating a certain analogy ladwi'en the to.\ic compononts 
of scorpion poison and snake venom.'* We were able to deteriimie 
that the scorpion poison by itself exerts only a slight ha'inolyfie 
action on guinea-pig blood-cells, leaving other speeii-H of bliKMbi ells 
unaffected. On the addition of lecithin, however, it exiTls roii. 


‘ In conformity -with its weaker action Holhruim yielik only a i.-ftih 

the lecithid obtained from the other poisons, and the poisim of 7‘rtm<r«*'»rict 
anamalerms only one twenty-fifth. 

2 Lamb, Scientific Memoirs, Medical and Sanitary Depta.. fiovt. of Intiia. 
1903, No. 3. 

® Calmette, Ann. de ITnstit. Pasteur, 189.'), No. 4. 

< For this scorpion poison we are much indebted to Prof. Trmili, I)ireri«*r of 
the Botanical Garden in Buitenzorg. 
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niti<*rahle action on ull liia difTcTOiit Hpccios of IjIocxI cxaminod 

l»y tiH. JtH action is aboiit out; twcntietli as strong as that of cobra 
venom. (St!e 'I'ahie IV.) 

TAUI<E IV. 

Action ok iScourto.\ I’oi«(».n' with .\.nt» withoct tiik Addition ok Lecithin. 


Amoiifi!*. i4 

1 ftC- *f% (>X lilfHtti. 

id 



r*" 

# 0 2<*IV 0.1% 

C’tiiitrol witliout 



I.d’fithin. 

1 « 


0 

i) 75 

1 1 

0 

5 

t 4 

0 

0 :ir, 

1 4 

0 

t) 25 

it 

0 

a 15 


0 

Cl i 

44 

0 

U 1175 

4 4 

0 

Cl <15 

t 4 

(1 

li <i:i5 

tl 

0 

Cl 1125 

* 4 

0 

fl 1115 

(1 

0 01 


(1 

II 01175 

lit f if 

0 

Cl 0115 

tnu'i! 

(1 

Cl 0IKI5 

* * 

0 

Cl ocri5 

fniot tfofo 

0 

0 0CII5 

0 

0 


rv»rrcsi«in<iiri« to tliis l«'li«vior vvi: micTOsliKl in actually pro- 
flnciii^ a tvfiica! lecithhl from .scorpion j)oi.son liy following the UHual 
proee*inrc‘,‘ 

Ail (his leiwis iw to the view that the «*H.sentinl character of the 
ft:! int»lytii‘ cobra venom is fine not to the haptophore group, but 
laiaHy lfi the lecithin ittichoosl l»y the blcKKl-ecIlH liy rnearw of a 
lecitliumphile anti mcept fir. Now we know that lecithin is present 
in every rtsl blfKifl-cell, anti this switnn apfiarently to contradict tho 
fact fletennitteil hv tw experimentally that the lecithin is tiic caimo 
of hsiurmlysis. 'rhis eontraflietion. however, is mendy apparent, 
ff»r we need only a}«.«iifnf* that hy the aid of the wibra venom 


• It Ih iirolialite that the pfiiaon of ft ft»h, Trarhinm dracn (nee Briot, Jouni. 
fie I’liysiol, ct d<t l*athol. IttOS, No. 2), I* ulifo capatile of forming a Icdthid; 
Hi least ft stateiHciit «»f Hrifit Hpfiak* In favor of thift, namely, that the hieinolytic 
ftgent in tl«e Trachiitiw reiwm can Im activated liy a scrum which has tx-sin 
heated to more tlmn 00^ C. 
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the lecithin is brought into proxiiiiitv with roll mbm 

than those normally in its |)roximit.y. In titlior \\t* mv lioaling 

with the deleterious action of u vitally liuinntniit m iiirfi 

has been forced into the nromj pkin. Hiin iiiirio 

if we bear in mind the fact that in tlie Elood-erdD iiriitiitriiy h\mn*p» 
tible to cobra amboceptor, the haanolytie iietioii iirii nn 

addition of new lecithin, but on 21 tri 4 iis{M»sition of llii' IfTitiiin pr#. 
formed in the cell, due to the anchoring <#£ the cobrii mulmmpim. 


XXXMI. Tine CONSl’I'iniieNTH OF DIPHTHERIA 

TOXIN.* 

By PAXth Kiiui^ioir, 

Tio: puhlinhcHl at. th(* o|Hniit)g of the Serum Trintitute* 

in C*o]ii*rihngou, rorituiuH n ntudy by ArrhcaiiuH and Madnerr-^ which 
floals riiaiiily with the rHndndimtiou jdu‘uomena of toxin and anti- 
t<»xirn We nmHt all r<‘joiee that Mndncm han Kucec^edi’d in interc'Ht- 
irift HO exeelleiil a {ihynical <‘herniHt in thin ((uestion, (‘sjKHaally an I 
liaii friend iiiiHUrfeHHfully for viiirH to neeure tlic» int^ax^nt of })hyHical 
cdieniiHlH ill Cii*rniiiriy. In the prenent ntati* of Hi’ientific knowledge 
we hIiiiI! for the? present hav<» to |>;ive up our attianpt.H to isolates the 
foxiiiH in pure feirm. loir the hhiih* n‘aHon also in (h(^ analyniH of the 
reIntifiriH betweim toxin mul antitoxin we cannot conform to tlie 
ordiniiry of the elieinint workini^ with t.h(» balance. On tlic 

other ftiiiai, lilt* ^iiiicly of toxin an<l antitoxin in of too great practical 
inip'irtiiiiee for iih to wait idly for yearn or deeadeH until chemintry 
i-.H mt far iiilvario«*cL We iniwt, therefore, eontinit ournelvc^ with the 
nliglii lit our diH|Kmal, apfdyiiig thrac^, however, in all direc- 

lifiiiH in finier to gain iia great an innight into thin complicated 
wibjerf m the |»riwrit^.' atiite of our knowhtdge permitH. I had ap- 
jilied rriywdf Iti thia |■lroblelll for yearn and cona^ to the conclimion 
tliiif file only iviiy to approiieh it wm by an exact quantitative ntudy 
of the fif*iitri4li74ition phenomena. Particularly in piriinl ntmtmliza- 
lifiw I he!ievi*fl I had foitrid a method hy which we could gain an 
tiiHighl info the moHi intricate constitution of the toxins. To my 
regrid high iititliorifi<!« pronounced this method m incorrect and of 
nil ft^aib I atii all the more pleiaicKl, therefore, to see that so high 


^ Itcfirstif froifi ilie Berk kllti. Wochenifchr. 1903, Nos, 3I^“37. 

^ H, Arrlicfiiiin and 11n Madsen, Physical Chemistry applied to Toxins and 
Aiififoxirw, Fciifkrift v#d iml^lelsen af Statens Serum Institute, Kopenhagen, 
lIMri, Cl'hii i» to lie had In Engibb text, Kopentiapin, 1902.) 
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an authority as Arrhenius recognizes my method as correct in prin- 
ciple and proceeds along the same lines. 

The study of Arrhenius and Madsen deals principally Tvith tetano- 
lysin, the hiemoly tic poison discovered by me in tetanus toxin. Tetano- 
lysin and tetanospasniin differ from each other in their haptophore 
groups, as a result of which each possesses a particular antibody 
in the tetanus scrum of the market. Madsen studied this tetano- 
lysin in my Institute, and found that when it is gradually neutralized 
with increasing amounts of antitoxin, the same definite amounts of 
antitoxin first added neutralize far more poison than subsequent 
additions. Because of this and also because of other reasons (atten^ 
nation, phenomena during neutralization) Madsen concluded that 
several poisons of different aflinitics were present. 

On taking up these studies in tetanolysin Arrhenius and Madsea 
obtained practically the same results, and these authors succeeded 
in constructing a formula for the action of anti tetanolysin on tetmCH 
lysin which conforms to the law of Guldberg-Waage. Based m 
this they next attempted to determine similar relations in the eaa# 
of very simple blood poisons. This had already been done by Danysi^ 
but the method was opien to criticism. Arrhenius and Madsen eho^ 
a weak base and an aend (ammonia and boric acid) as haemolysiu 
and antihmmolysin. It was found that in those the neutralization 
phenomenon is very similar to that of tetanolysin and antilysnii 
from which they concluded that in the neutralization of toxins and 
antitoxins we are dealing with reactions between simple substances 
of weak affinities. 

In this connection they express themselves as follows: 
last-mentioned curve gives a fairly accurate picture of the neutraUza- 
tion of ammonia with boric acid. In the investigation of ammonia 
as hiemolysin a spectrum analogous to that of toxin or tetanolysto 
(Fig. 3) could have been constructed; the following conclusion could 
also perhaps have been drawn: One part of boric acid (antitoxin) 
added to ammonia neutralizes 50% of this base; if two parts ^ 
added it neutralizes 66.7%; if three parts, 75%; and four parts, 
80%, From this it follows that since the respective amounts 5(1, 
16.7, 8.3, and 5% are each time neutralized by the same amount 
of boric acid, the amount first neutralized is three times as to»e M 
the amount next neutralized, this again twice as toxic m the tact 
after it, which in its turn is one and one-half times as toxic m tb# 
following, etc. In other words, ammonia is not a simple sulwtant^i 
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liiit ronstituonts of diffcTont toxicdty (and these 

hear a simple n^eiproeal relation t.o each other). Of these 
the toxin pOHseHsing the highest chemical affinity is 

neiitnili/.fd first. 

A siiiiiliir coneliiskHi has actually hecai drawn in the case of toxin; 
file toxin firs! iieiitru]izi*ci (the strong(‘Ht) has b(*en called prototoxin, 
file next dfiiteroUixiin the n(‘xt tntotoxin, vie. The final wry 
m“enk tfcxins art* nillecl toxont»H/^ 

The fintlirias of Arrhenius and Madsen are thus seen to l)e directly 
o|ij>t»m! to my statc*HH*nt that tliphtheria poison is coniposcHl of 
wnend const it tieiifs. In view of the (*xceeding importance of the 
siihject I ciiniiot iivoid i*nterirtg the discussion and state the reasons 
wliifdi riiiisc nil* to maintain rny views ahHolu((‘ly and without any 
liiodificiitioiiJ 

l lie new views of t he authors in question will doubtless lead many 
In wonder how ! rouhi err in so simple a mat (c*r and mnploy eompli- 
nit€*«l lhi*ories W'lien f lic! simpk^t conceptions of cliemistry would have 
It nni^t strange that I, 'vho have followed tiiis sut)- 

Ject for years find Intvc* busied myself eHp{*eialIy witli eh(*mieal stiidic^s, 
sliotild liiive failed tci discover this very ready explanation. As a 
iiiatlerof fiiet* however, I too la*gan with tla^ concc^ptiorp now h(‘Id 
by Arrhenius find Mailseri, tltat in the union of toxin and antitoxin 
we were f{eiiliiig u |ihenoinerion of incomplete neutrali/.ation. A 
iiiore llioroiig}i iiiiiilyH.is of diphthtria pmon (my publications rcTer 
fifily to this jioisofi) eiirnfudled mr% however, to adopt more complex 
rxp!ii.iMif ioriH. 

At file very outset,, of rny inve^figations 1 discovered tliat tetano- 
lysiii find its imlttmin weak affinitiw, and I devised the tc*(*h» 


^ l#rtsli«*r, mliiwc enfMHaally devised to refute my theory I was 

alii« In W’cm Inecjrrect, hiw employed the opr^irturuty to side with 

Arriiciiitw and mml to aiinotiiice that their otinervations **will give 

ciiiin* nimik of »kle-idiiiia thwry Its ipiitiUis.*' No one who knows any- 
lliifsg iiUfiil tlik iiwds Isi told that the (fwestbn as to whether diph- 

tlirf i;i fifomit in fiiaile ti|i €»f one or more siilistances has nothing to do with the 
lliwiry, Wlicfi I formtiltited this thesiry 1 Uio heliirved the djph- 
b* ft swifde mihntmnmt and when std»ec|u©ntly I felt c^ornpedk'd 
to liiftcfriitinie w*veml efiiii|JOfieiils in the poimm I always cunphasiricd that 
til** «-|i;irfifc rmuimmmtm differed only In their toxophore group and were 
mmPM f*o iisf iw tlie liiipttiphore gronfM wero ^ineerned. the groups which give 
fi%«* f«# jiiitiifixiii fomiitioft (»w my reply t© Oruber in Munch, mod. Woehenschr 
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riique of my experiments accordingly. At that time I stated in connec- 
tion with this tetanolysin that the union of toxin and antitoxin pro- 
ceeds more slowly in dilute solutions than in concentrated, and that 
the process is hastened by heat. How feeble the combining affinities 
of tetanus toxin and antitoxin are can be seen from the following 
experiment devised over eight years ago: If a given, not very con- 
centrated, mixture of serum and toxin is allowed to stand for two 
hours it will be found that the action of* the serum is forty times as 
great as when the mixture is employed immediately. Whether the 
optimum of neutralization is thus reached is difficult to say. The 
determination of the exact limits fails because of the fact that the 
poison rapidly decomposes in w^atery solutions, especially if these 
!>e dilute. One constantly faces either of two difficulties: insufficient 
union on the one hand and decomposition of the poison on the other.^ 
With diphtheria poison, on the other hand, the affinity of the 
toxin for the antitoxin is much greater. As is well known, these 
substances unite so rapidly that even the time for combination 
pr^cribed in the test — fifteen minutes — is still unnecessarily long. 
Hence, even if I admit that the union of tetanolysin and antilysin 
is comparable to the neutralization of a weak base by a weak acid, 

I shall in the following pages show that the affinity of diphtheria 
toxin and antitoxin is very great, comparable perhaps to that between 
a strong acid and base. In accordance with this also I am convinced 
that the neutralization of diphtheria toxin by antitoxin proceeds in 
the form of a straight line and not in that of a curve. This, then, 
constitutes my first objection to the general deductions drawn by 
Arrhenius and Madsen 'from their particular findings. Just as it is 
impossible to apply the results of the neutralization of boric acid and 
ammonia to every combination of acid and base, so it is impossible 
to apply the experiences with tetanolysin to the doctrine of toxins 
in general.^ 


unfavorable conditions, I proposed 
TT riu ^ tWs was but a makeshift ueces- 

L hemolysins. At present a number 

such su^nces are available, such as arachnolysin and snake venom. These 
are very stable and far better suited for exact determination since the factor 
of decomposition is absent. ® 

* I should like to mention that recently Dr. Kyes has discovered that m 

antitoxin proceeds with high affinities 
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If, therefore, the affinity between diphtheria toxin and antitoxin 
is so great, we shall have to ascribe the irregular course of the neutraliza- 
tion process to other factors than rhose assumed by Arrhenius and 
Madsen. 

Diphtheria Toxins. 

In order to understand what follows it will be necessary to speak 
of some of the main principles of toxin-antitoxin analysis. As is 
well known diphtheria toxin is the bouillon fluid in which the diph- 
theria bacilli have grown, and to which they have given up their 
toxic secretory products. In order to determine the toxicity we 
make use of guinea-pigs. The lethal dose (L. D.) is that amount 
of poison which will surely kill a guinea-pig weighing 250 grammes 
on the fourth day. In order to determine the relations between toxin 
and antitoxin it is best to start from the serum because this can be 
preserved constant by means of the methods devised by me (vacuum, 
drying). This dry serum also serves as the standard for the officia 
titration. The immune unit (I. E, = Immunitats Einheit) is, of course, 
an arbitrary quantity which originated by terming that amount of 
antitoxin a unit which just neutralized 100 L. D. of a poison that 
happened to be available at the time, so that the mixture when injected 
did not produce even the slightest trace of illness (either general or 
local reaction). 

If one mixes one immune unit of serum with graduated amounts 
of poison, two limits may be obtained. One of these is termed 
limit zero (Lq), and corresponds to the quantity of poison which is 
completely neutralized by 1 I. E, The other is limit death (Lf) and 
corresponds to that quantity of poison which on the addition of 1 I. E* 
is so far neutralized that only just one L. D. remains. Of these two 
limits the Lf is very easily and accurately determined so that it 
serves as a measure in testing the potency of the diphtheria serum. 
This limit signifies nothing more than that of x L. D. present, 1 I. E. 
neutralized x—1 L. D., so that just 1 L. D. remains free and leads 
to the death of the guinea-pig in four days. 

A priori one might have expected that the number of lethal doses 
which are neutralized by 1 I. E. is always the same in poisons from 
different sources. The only difference which one would have ex- 
pected would be that in different poison solutions, the volume in 
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which a given number of L. D. were contained would vary from case 
to case, depending on the varying quantity of poison produced by 
the bacilli. 

Closer investigations, however, showed that in reality the con- 
ditions are entirely different, the number of L. D. contained in Lt 
varying enormously in different toxic bouillons. In poisons which 
have been analyzed the figures have fluctuated between 15 and 160. 
Since it had been shown, especially by myelf, that the neutralization 
of toxin-antitoxin rests on a chemical basis, this result could only 
be explained by assuming that the diphtheria bouillon, in addition 
to the toxins, contained other non-toxic substances which w^ere able 
to combine with antitoxin just like the diphtheria toxin. I deemed 
it to be of the highest importance to clear up this mystery experi- 
mentally, and therefore subjected a number of different poisons (some 
freshly derived, others precipitated with ammonium sulphate, and 
still others which had been, kept for a long time) to comparative 
analyses. In the course of these it was found that the non-toxic 
substances, which still possess combining properties, increase as the 
toxic bouillon ages, and I therefore studied these changes in the 
poisons genetically at various stages. 

I emphasize this part of my method because the casual remark 
by Arrhenius and Madsen ^ that my results were derived mainly from 
a study of decomposed poisons might readily be misconstrued and 
give one the impression that in my investigations 1 had not been espe- 
cially careful. I may at once add, however, that my most valuable 
results were obtained by studying the course of this decomposition, 
but this, of course, corresponds entirely with the methods of chem- 
istry. It is impossible to gain an insight into the constitution of 
highly complex combinations by means of an analysis which leads 
only to the compact formula. This can only be gained by the 
careful decomposition of the substance to be studied. Whatever 
knowledge we possess regarding the constitution of sugars, uric acid 
derivatives, alkaloids, etc., is due mainly to the decompositions intel- 
ligently carried out, and a careful study of their products. Of course, 
the decomposition must not give rise to secondary reactions which 
could obscure the results ; this might be the case if strong acids or a 
high temperature were employed. The decomposition must be 
quantitative and of moderate intensity. The following observa- 
tions will show that this is especially the case in the spontaneous 
- ^ — 
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attenuation of the toxins, which occurs at room temperature and 
without any further chemical manipulation.^ 

It has been found that the bouillon on standing can preserve its neutral- 
izing property intactj and often actually does so, while the toxicity is 
considerably decreased. Observations of this kind have been made 
by myself and Madsen for diphtheria poison, by Jacoby for ricin, 
by Myers for snake venom, and recently by Arrhenius and Madsen 
for tetanus poison. This phenomenon, which in many cases is quanti- 
tative, is most readily explained by assuming that the poison molecule 
contains two functionating groups. One, the ^Oiaptophore group, 
combines with the antitoxin and in the animal body effects the com- 
bination with the tissues; this group is quite stable. The other, 
the ‘^toxophore group/*" effects the true poisonous action; it is com- 
paratively readily destroyed. In my opinion the transformation of 
toxin into toxoids by the destruction of the toxophore group is the 
key to a correct understanding of my conception of antitoxic im- 
munity and the subject of toxins.^ 

If w^e see, for example, that in spite of decreased toxicity the 
constants of neutralization Lf and Lq remain entirely unchanged, 
it follows, in my opinion, that two important deductions can be made. 
The first is one which I have always drawn, namely, that in normal 
toxoid formation not brought about by chemical additions, the num- 
ber of haptophore groups suffers no loss. This behavior, how^ever, 
also seems to indicate that in toxoid formation the affinity of the hapto- 
phpre groups for the antitoxin is in no way changed. I may be per- 
mitted to elucidate this by means of a chemical example. Tetra- 
methylammoniumhydroxid is a very strong base (like KQH) which 
through suitable procedures (heating, etc.) is transformed into the 

’ Obviously these poisons can also be attenuated through chemic or thermic 
influences, but the decomposition in that case takes place rapidly and with 
destruction. In my investigations, therefore, I have never made use of these 
methods, but have kept to the moderate changes which occur spontaneously 
in the toxic bouillon on standing. 

^ At the outset of the modern study of immunity, voh Behring, Aronson, 
and others had observed that an active immunity could be brought about 
particularly through attenuated, modified poisons. At that time, however, 
it was very difficult to appreciate these relations, and so in the year 1894 we 
find a high authority, as a result of his investigations, denying the existence 
of modified poisons, although he had previously assumed their existence. The 
results, which had been obtained with immunization, he ascribed, not to the 
presence of modified poisons, but exclusively to a dilution of the poison. 
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far less basic trimethylamin , methyl alcohol being split off in tlie 
process. Let ns take a certain definite quantity of tetramethylam- 
tiionium hydroxid, say 20 molecules, and determine the quantity 
of boric acid ’which will just suffice for complete neutralization, as 
shown by a suitable indicator. On changing the ammonium base 
into the tertiary amin (a change -which we shall assume to be com- 
plete) we shall find that a larger quantity of boric acid is necessary 
for neutralizing the tertiary amin. In other words, there has been 
a change in the position of the neutral point, although the number 
of basic radicals remains the same. This necessarily follows from the 
decrease in affinity brought about by the transformation. 

The reverse will take place if a weak base is transformed into a 
stronger one. A change in the position of the neutral point will occur 
even if the transformation is only a partial one, i.e., does not affect 
the entire number of molecules. If, however, in spite of an extensive 
formation of to.xoid, we find the test limits unchanged, we can only 
conclude that any considerable change in affinity has not occurred. 
We shall subsequently learn of another fact, which affords conclusive 
evidence of the correctness of these vie-ws. 

Our next problem will be to study the influence of the toxoids 
on the neutralizing process. To begin, it should be remarked that 
the bacterial poisons with which we are dealing are not, as a rule 
pure poisons. By this, of course, I do not mean to deny that pure 
poisons can occur. If the toxophore group possesses considerable 
resistance so tliat it is not affected by the processes used in its pro- 
duction (keeping in the incubator for weeks, etc.), it will be possible 
to obtain poisons which contain only toxins and no toxoids. Such a 
result, however, can probably only be counted on in a small number 
of isolated cases, and is not obtained as a rule. So far as diphtheria 
poison is concerned, of which I have made a special study, I have 
ne-ver yet, among a large number of specimens examined found a 
sbgle one free from toxoids. In estimating the degree of purity 
one proceeds by finding in various poisons how many fatal doses 
(L. D.) are neutralized by one immune unit (I. E.). The maximum 
value m the poisons at my disposal was 130, but Madsen has described 
a ^ison in which the Lf dose contained 160 1. D. But even this 

poison, as I shall show later, i merely approached the character of a pure 

Daman. 


It is especially important that even diphtheria poisons which have been 
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Naturally the poisons whose toxophore groups are very labile 
will be the least pure. This is especially true in tetanus poison, 
which is far more readily destroyed than diphtheria poison. In the 
former, several hours' standing of an aqueous solution suffices to give 
rise to toxoid formation. It is all the more probable, therefore, 
that the toxin produced in the usual manner by keeping the culture 
in the incubator for eight days contains a considerable admixture of 
toxoids- In the precipitation with ammonium sulphate these tox- 
oids, of course, are present in the resulting solid product. 

A dry poison of this kind, such as I placed at Madsen's disposal 
for his experiments, can, of course, keep for a long time unchanged 
provided it is carefully preserved; the primary content of toxoid, 
however, also remains unchanged. 

For this reason I believe that the assumption of Arrhenius and 
Madsen, that the tetanus poison used by them was a pure poison, 
since it did not change, is entirely unwarranted. It is even possible 
that this particular specimen contained far more toxoids than the 
old toxin solutions which I had employed. 

In pure chemistry in carrying out exact mathematical determina- 
tions it is a general principle that the substance be either absolutely 
pure or at least that its degree of purity be exactly determined by 
analysis. In determining the molecular weight of an element, a great 
deal of preliminary work (recrystallization, etc.) is required in order 
to obtain the original material as pure as possible. If this cannot 
be done, as, for example, in the case of hydrogen peroxide, or ozone, 
a quantitative study requires at least that the exact percentage of 
pure substance contained in the mixture be known. It is hardly 
necessary to say that these principles should, as far as possible, be 
applied to the study of toxins. In these substances also one should 
know the degree of purity before attempting any exact investigations. 
Tut just in this domain, where it is impossible to isolate the substances, 
this task is uncommonly difficult. It required a year's most tiresome 
and monotonous labor before I was able, by means of very exact deter- 
minations of all kinds of poisons, to approach this problem. At that 


produced in a very short time (three to four days in the incubator) are not free from 
toxoids. In on© such poison (No. 9 of the titration series) I found 123 L. D. 
in Ef. I was therefore greatly pleased recently to hear from Dr. Louis Martin, 
who has had such wide experiences in this direction at the Pasteur Institute^ 
that in his fresh poisons he never saw the figure 200 L. D. in Lf reached. 
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time I gained the impression that a pure poison must oe so consti- 
tuted that one I. E. fully neutralizes exactly 200 L. D.^ Later on I 
shall show that by means of the spectrum^' analysis I have suc- 
ceeded in yerifying this figure.^ 

The disco\ery of this number, 200, led me to represent the con- 
stitution of diphtheria poison by means of a spectrum which is 
dividcxl into 200 segments, each of which corresponds to a toxin, 
toxoid, or toxon equivalent. This scheme is not, as some have as- 
siimai, a mere maheshift, but is the expression of knowledge labori- 
ously attained. This graphic reproduction shows at a glance how 
much toxin or toxoid is neutralized by each combining unit of anti- 
toxin. Such a reproduction possesses so many advantages over the 
curve used by Arrhenius and Madsen that I shall not hesitate a moment 
in retaining the spectrum method for diphtheria poison. By its 
means one obtains a view of the entire process of neutralization.^ 

It may he well at this point, by means of a suitable chemical 
illustration, to elucidate the influence which such admixtures of 
toxoid exert in the titration of alkaloids. In doing this it will be 
best to proceed on the following assumptions. An alkaloid acts h^emo- 
Ijtically when in the form of free base, but not when in the form of 
a salt.*^ The base would then correspond to the toxin. The ana- 
logue of the toxoid would then be an alkaloid w’^hich exerts no dele- 
terious action either as such or in the form of a salt. The antitoxin 
would be represented by any acid, e.g., hydrochloric acid. Under 
th^e conditions the mixture of the two alkaloids can be titrated bio- 
logically (by determining the hemolytic power at any point) by 
means of an acid exactly as a toxin solution containing toxoid by 
means of its antitoxin. 

Let us assume that the toxic alkaloid A as well as the atoxic £ 
so strong an affinity for hydrochloric acid that neutraliza- 
tion is effected to within a very small fraction. A solution of a mole- 
cules A wjuld then correspond to the pure toxin, while mixtures of 


‘ It IS self-evident that each toxin-combining unit can be reokced bv an 

eqwvafent ^oimt of less toidc or non-toxic substances possessing combLne 
prop^rti^ (toacones, toxoids). ^ ^ ^omDining 

' The poison studied by Madsen, therefore, which contained 160 L D in 
lit, «>rr«|K>iided to a purity of four-flfths. 

* Bm also- page 552. 

* This is probably the ca^ 'with solanin, whose hfpmrtlTr+i’/i -nrvvvr * • -l-i - , 

1.- ». .Aktb. .f .JU (P.M) 
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A and represent analogues of solutions containing 


1 

2 


a 

' 4' 
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also toxoids. In all of these mixtures the end point of neutralization 
will be practically constant. If, however, the affinities of A and B 
for hydrochloric acid are not exactly equal the neutralization will 
proceed in a straight line only if we are dealing with the pure alkaloid. 
In ail other cases it will follow the course of a curve whose character, 
of course, is dependent on the relative amounts of the two com- 
ponents. 

This problem of the simultaneous neutralization of tw^o alkaloids 
has been studied in suitable cases by J. H. Jellet.' Let us take the 
neutralization of quinine and codein wuth hydrochloric acid, in wffiich 
the coefficient of equilibrium X==2.03. For the sake of simplicity 
I have assumed this to be 2,0. In order, furthermore, to have the 
conditions as simple as possible, let us take as an example a mixture 
of 100 molecules quinine and 100 molecules codein. These will then 
be neutralized by 200 molecules hydrochloric acid. By means of 
the formula devised by Jellet one next determines, how much quinine 
is transformed into the salt by each successive addition of one-tenth 
the entire neutralizing dose (20 molecules HCl). It will be found 
that the first tenth neutralizes 13 and the last tenth 7 molecules 
of quinine, while the course of the neutralization of the quinine is 
itself entirely uniform. If another combination is taken, in which 
the second alkaloid possesses a weaker affinity, so that K=10, it can 
easily be calculated that under these circumstances the first tenth 
hydrochloric acid neutralizes 17.8, the last tenth only 3 molecules 
of quinine. On representing these reactions graphically we shall 
obtain curves entirely similar to those representing the neutralization 
of a weak base with a weak acid, and it would probably not be difficult 
to find a combination of alkali and acid whose curve corresponds to 
the alkaloid curve mentioned. 

Hence, if such a mixture of alkaloids together with the appro- 
priate neutralizing agent (acid) were given one for a biological titra- 
tion, and if, furthermore (to make the analogy with toxin-antitoxin 
determination complete), the employment of any additional chemical 
aids was barred, the neutralization curve obtained under such stringent 
conditions could easily give the impression that one were dealing 
only with the neutralization of two substances possessing weak affini- 
ties. Nevertheless, even under these limitations, it is possible to 
"learn the true conditions if, as I have done, one does not confine one's 
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self to a single mixture, but analyzes a great many difierent mixtures 
in wkich the relation of toxin-alkaloid and toxoid-alkaloid Yaries4 
It is all the more surprising that in the analysis of the constitu- 
tion of poisons Arrhenius and Madsen have not studied the question 
from this point of view because they do not at all neglect the exist- 
ence of toxoids. Apparently this is because of a slight misunder- 
standing, for these authors proceed exclusively on the assumption that 
in toxoids one is dealing with protoxoids, i.e., with toxoids which 
possess a higher affinity for the antitoxin than does the toxin. In 
fact, one can easily observe that the formation of proto toxoids affects 
the end point of the titration but little. This I had predicted in my 
first study on the evaluation of diphtheria serum. Let us assume, 
for example, that a mixture of 1 equivalent hydrochloric acid (proto- 
toxoid) and 3 equivalents prussic acid (toxin) is neutralized by a 
strong base. In that case the hydrochloric acid will be neutralized 
firat, after which the neutralization of the prussic acid will proceed 
very much the same as though only prussic acid were present. 

We must now see whether diphtheria poisons, such as I have 
investigated, contain other toxoids besides prototoxoids. The ma- 
terial at hand makes the decision of this point very simple. In four 
poisons containing a prototoxoid zone (of which two were published 
by myself and two by Madsen J I have calculated the relation of proto- 
toxoid and toxoid to toxin. In doing this I have regarded exclusively 
the Lt dose, and so eliminated the toxons which would otherwise still 
more increase the toxoid figure. 


' In the very simple example of two alkaloids just mentioned two determina- 
tions of different mixtures would permit the calculation. In my opinion no 
definite conclusions as to the constants of the toxin can be drawn from the 
analysis of one particular toxin containing toxoid. Arrhenius and Madsen 
aii%z€d two different tetanus poisons, one of which had undergone toxoid 
modi&mtiom through years of preservation as a dry substance, while the other 
tod modfieations through several days’ standing of the solu- 

tion The authors calculated from their experiments that in the one case the 
constant of delation had been increased 50%, in the other ten times In 
of what has just been stated this calculation, rvhich leaves out of account 
&e of toxoids cannot be regarded as conclusive. The divergence of 

the constants could easily be due exclusively to the oreeence of I! ®! , 

these, in view of the different methods by which the ooison.. 

be different in the two cases. I ml also t W ^ f 

reatfon of diphtheria toxins I am convinL thaf the f ” ® 

remain do not suffer any change in their affinity . groups which 
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Poison. 

For 100 Parts of Toxin there are 

Prototoxoid, 

Parts. 

Toxoid, 

Parts. 

A Madsen 

160 

400 

C Madsen 

79 

59 

IV Ehrlich 

82 

200 

V Ehrlich (4th phase) 

77 

131 


This table shows that the four poisons contain considerable amounts 
of toxoids in addition to the prototoxoids. The affinity of these 
toxoids is more or less small, as can be seen from the curves plotted 
by Madsen and myself. From this it follows that in the interpreta- 
tion of the results obtained by neutralizing diphtheria poison due 
attention must be paid to the decisive influence exerted on the course 
of the partial neutralization by the toxoids notoriously present in such 
considerable amounts. It is incorrect, therefore, to refer the decreased 
binding of antitoxin, such as is seen in the trito toxoid zone, to the 
boric acid-ammonia scheme. 

It will be well, by means of a concrete example, to study some- 
what more in detail the course of this toxoid formation. For this 
purpose 1 shall select a poison which I have already described in my 
publication on the constitution of diphtheria poison ^ as Poison No. 5. 
At that time I briefly gave the spectrum and the constants based on 
the investigations which I and my friend Ddnitz had carried out. In 
this poison the conditions were most interesting and yet extremely 
simple: The Lq dose was 0.125 cc.; the Lf dose 0.25 cc., that is, just 
twice as much. The L. I), was 0.0025 cc., so that the Lq dose contained 
exactly 50 L. D. and the Lf dose exactly 100 L. D. These facts 
caused us to make the thorough analysis. This poison, as is so often 
the case, suffered certain transformations, whereby it became weaker. 
These changes occurred in three phases characterized by the formation 
of different kinds of toxoids. The spectra of these phases are as fol- 
lows (Fig. 1). 

The phases in which the content of toxin shows itself are I, II, and 
IV; phase III, which deals with the toxons, will be considered in a 
separate chapter. 

As a result of all my experiences with similar poisons, as well as 


’ Deutsche med. Wochensch. 1898, No. 38. 
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frotn a. direct determinatioii, it follows that the first phase inust have 
represented a pure hemitoxin which reached exactly to 100 (see illus- 
tration). Accordingly each ^ I. E. ( = 1 combining unit) succes- 
sively added to the L dose takes away 4 L. D. from the fatal doses 



Phase II 




Phase IV 



iSoloo 


contained inLo, and this all occurs within the first hundred 
antitoxin doses added. Amounts of antitoxin beyond this have no 
further influence on the toxin (death, necrosis), but affect only the 
toxon. 

A fact to which I attach particular significance is that the hemi- 



THE CONSTITUENTS OF DIPHTHERIA TOXIN 


495 


toxin reaches just up to the 100 limit and shows no trace of any 
gradual decline. This follows from the determination of the Lf dose^ 
as can be seen from the following analysis. 

Given a poison in which, in the Lq dose, the hemitoxin zone reaches, 
exactly to 100, how large will the Lf dose be? Lt, i.e., the amount 
of poison which on the addition of 200 combining units still leaves. 

1 L. D. free, will be reached when 200 equivalents of hemitoxin are 
present. We shall therefore have to multiply the Lq dose of the 
202 

poison by in order to obtain the Lt dose. If we carry out this 

multiplication we obtain an Lf dose of 0.253, which agrees very well 
with the value actually found, 0.25 cc. 

Thus the important fact is demonstrated that in this case the 
neutralization of the diphtheria poison by antitoxin proceeded exactly 
the same as the neutralization of a strong acid by a strong base., 
Here then the course of the reaction is represented by a straight line 
and not by a curve. 

Further evidence for the view that in this poison the hemitoxin 
extended right up to the limit 100 is furnished by phase 11. Here 
we see a simultaneous increase of the L-^ dose and a decrease of the 
toxicity manifesting themselves by the fact that the L. D. increases 
from 0.0025 to 0.003 cc., so that the number of L. D. contained in the 
Lo dose has decreased from 50 to 42. 

This increase of the Lf dose amounted to about 0.26 cc. and from 
it, by means of the simple calculation already mentioned, it can be 
shown that toxoid formation took place in the end zone of the toxin, 
the ‘'tritotoxoid zone, as I term it. 

Let us assume that the end zone (which before as well as after the 

second phase extended to 100) contains a toxoid mixture of ^toxicity 
instead of the hemitoxin. In order to reach the Lt dose in this 
case we must multiply the Lo dose by and not by as was 

the case with hemitoxin. On carrying out this calculation, Lq being 
,0.125X210 

0.125, we get ^ 0.2625 = Lt. 

In the determination made at that time I actually found the Lf 
dose to be 0.26, but noted little over.” That the tritotoxoid zone* 

possessed a toxicity of was shown by the subsequent analysis by 

means of partial neutralization, for near the end, a zone of 18-20 
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tritotoxid of exactly toxicity was found. It should be emphasized 

that the fatal doses which disappeared in the deterioration -were found 
in the form of toxoids in the tritotoxoid zone. 

These investigations show that these changes are due exclusively to 
the fact that a part of the toxin has become transformed into toxoids; 
in fact into toxoids which are neutralized after the main portion of 
the toxin, and which, therefore, must possess less afEnity. If we were 
to represent this phase by means of a curve according to the method 
of .\.rrhenius and Madsen, we should observe a marked flattening 
of the curve in the tritotoxoid zone. This, however, is not the expres- 
sion of the weak affinity of the diphtheria toxin, or of the neutraliza- 
tion dependent thereon. It is to be ascribed with absolute certainty 
solely to the presence of toxoids and their appearance in place of toxin 
molecules which have disappeared. 

I shall discuss phase III later, merely remarking at this time that 
in this phase, 80 out of 100 parts toxon have disappeared. The Lq 
dose of 0.125 cc. now contains only 120 combining units instead of 
the 200 units (toxin and toxon) originally present. Corresponding 
to this, therefore, the Lodose, which must contain 200 combining units, 
increases from 0.125 cc. to 0.21 cc. In this third phase the toxin 
zone has not suffered any essential change. The Lt dose has accord- 
ingly remained constant at 0.26 cc. Because of the new Lq dose made 
necessary by the loss of toxon, the spectrum representing this phase 
shows a much wider toxin zone than the previous one. The toxin- 
to.xon boundary has been moved from lOO to 166. 

In phase IV, L.f remained 0.26 cc., but the toxicity decreased, 
the L. D. increasing gradually from 0.003 cc. to 0.004 cc. During the 
course of these changes 22 L. D. had disappeared from the Lo dose of 
phase III. 

The fate of these 22 L. D. is made plain by the spectrum which 
I constructed at that time. In this I found an extended prototoxoid 
zone which included the first 40 combining units of the spectrum 
sufficient, as can be seen, to explain the loss of toxin which had oc- 
curred. I desire to call particular attention to the fact that no loss 

of combing groups had occurred despite the slight increase of the 

lit 


dose of 0215 cc. m the firrt phase had become increased to a little over 0.26 cc.! 
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This behavior shows that on standing there is not, for example, 
a marked destruction of the poison, but merely a slight chemical 
change affecting only the toxophore and not the haptophore group. 
It would be improper, therefore, to speak of the poison spoiling.'" 

The observations on the origin in the various forms of toxoid are 
particularly important. 

In the first phase of toxin formation, there was a development 
of toxoids of weaker affinity for the antitoxin, while during the second 
stage, toxoids of greater affinity developed. Occupying a position 
between these two opposing poison modifications is the hemitoxin 
fraction, and this has remained intact. We are thus really forced to 
arrange these three poison constituents, according to their affinity, 
as prototoxoid, deuterotoxoid, and tritotoxoid. This brings me to 
the crux of my views concerning the constitution of diphtheria poison. 

In titrating and evaluating the diphtheria antitoxic serum I began 
with the simplest assumption, namely, that the poison was a simple 
uniform substance. In the formation of toxoids, therefore, I con- 
sidered three possibilities: 

1. That the affinity of the haptophore becomes increased; 

2. That it remains the same, and 

3. That it decreases. 

Which of these possibilities will apply in any given case will, of 
course, depend upon the stereochemical circumstances, especially 
upon how far one functionating group is removed from the other. 
If, in what we must conceive to be a very large molecule, these groups 
are quite far apart, it may be assumed a 'priori that the destruction of 
the toxophore group will probably not exert a marked influence on 
the haptophore group. In other words, syntoxoids will be formed. 
If the two groups are nearer together a change in the affinities, either 
positively or negatively, can readily occur. As a matter of fact, 
the possibility of an increase or decrease of affinity as a result of this 
transformation into inert modifications has also been observed in con- 
nection, with related subjects. Researches conducted by myself and 
Sachs have shown that in the formation cf complementoid the hap- 

was the expression of a certain loss of combining groups. This, however, is 
merely apparent; in the second phase a greater excess of the poison (containing, 
as it does, more toxoid) is required to produce death than is the case with 
the haemitoxin. Bearing this consideration in mind it is easy to convince 
one^s self that not a single one of the combining groups present has been lost 
and that the change which the poison has undergone was a quantitative one. 
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ni 'ihoxe group, E^nb.g and YoDr b. their 
dtcoTen of proasglutinoids have sho™ that n. the fermaben of 
aefflutinoids an increase in affinity can take place. 

Hence in diphtheria poison the possibility had to he considered 
that similar conditions obtain in toxoid transformatmn. In this case, 
however, it was remarkable that this toxoid formation did not always 
follow the same scheme, the poison, of course, always being thought 
of as a simple uniform substance. I was finally able to solve this 

problem in the following manner. _ ii, i t t tt' 

ilv earlier investigations had given me the impression that 1 1. E. 
(immune unit) should neutralize 200 fatal doses of a pure toxin, one 
consisting only of toxin molecnles and therefore free from toxoids. 
I am quite readv to admit that I did not at that time furnish any 
absolute proof for this view. My first effort was therefore directed 
to a study concerning the correctness of the figure 200. I began by 
analyzing a large number of different toxins in the hope that sooner 
or later I would find an ideally pure toxin. I have already inen- 
tioned that the highest purity thus far obtained, a toxin obtained 
by Madsen, corresponds to only four-fifths purity, Lt containing 160 
L. D. Nevertheless by means of the method of neutralization 1 was 
able to find poisons which fulfilled my requirements, at least in part. 
This was the case, for example, in my Poison No. 2 (see spectrum, 
Fig. 2). In this the Lq dose contained 84 L. D. The first third of the 



spectrum was taken up by a zone of hemitoxin not quite pure, i.e.,each 

combining unit added I- decreased the toxicity by about 

L. D. In the next zone, on the other hand, stretching from 72 to 115, 
each combining unit took away exactly 1 L. D. The spectrum is 
here reproduced. It shows the zones of hemitoxiii, pure toxin, trito- 
toxoid, sad toxon very clearly. 
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Madsen, too, has described a poison the constitu^lcftiCif 

which is very interesting because prototoxoid and pure toxin are 
distinctly marked off from one another. During the phase at which 
Madsen examined it the pure toxin zone occupied the zone 50 to 100 
of the spectrum. Before the formation of tritotoxoid this zone naay, 
however, have extended to 150. 

From these observations we see that for certain portions of the 
spectrum (which lie in the middle and not at the commencement 

it has been possible to prove that I. E. combines with exactly 

1 L. D. This argues strongly in favor of the correctness of my 
assumed figure 200. In these zones of pure toxin only toxin molecules- 
are neutralized and no toxoids. 

Although it is rare to find zones of pure toxin in poisons which have 
been kept some time, it is extremely common, or even constant, tO' 

find in these older poisons zones in which I- E. neutralizes exactly 

i L. D. Manifestly under these conditions equal parts of toxin and 
toxoid must always be neutralized; for this reason I have termed 
such a poison a hemitoxin. The following scheme represents such a 
changed poison: 


Toxin : Pure Toxin 

Toxoid: Hemitoxin 


It needs no further explanation to show that in this hemitoxin 
zone the affinity of toxin and toxoid to antitoxin has remained un- 
changed. 

The entire process of toxoid formation takes place in two phases, 
as can readily be seen from the initial zones of suitable spectra (see 
Fig. 3). The pure toxin first changes into hemitoxin; in the second 
phase, however, the hemitoxin changes into pure toxoid, especially 
in the first part of the spectrum. This is illustrated by the following 
scheme: 

^ In the curve of ammonia-boric acid and of tetanolysin the maximum 
combining power always occupies the very first portions of the curve. 


Fig. 3. 


T I 
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: Pure Toxin 


: Hemitoxin (Hemi- 
toxoid). 

: Pure Toxin 


Fig. 4. 


I must again emphasize that this sketch of the decomposition 
of the poison is not at all hypothetical, but merely the expression 
of the facts observed. The regular course in two phases points di- 
rectly to the fact that the individual toxins are not simple uniform 
substances but are composed of two modifications present in equal 
amounts in the toxin solution and behaving differently on decompo- 
sition. One, the more unstable of the two, the a-modification, decom- 
poses rapidly and so gives rise to the stage of hemitoxin. The subse- 
quent destruction of the more stable /^-modification leads to pure 
toxoid. It is, of course, somewhat remarkable that exactly equal 
parts of two toxin modifications should develop in diphtheria bouillon. 
This is readily understood, however, if we remember that E. Fischer 
has made it extremely probable that the active groups of ferments 
(groups exhibiting a great similarity with th^ toxophore group) pos- 
sess an asymmetrical constitution. If then in accordance with this 
w^e assume an asymmetrical constitution of the toxophore group, there 
will be nothing remarkable in the fact that the diphtheria bacilli 
produce both asymmetrical components simultaneously. Nor is it 
surprising that both are produced in equal amounts if we consider, 
for example, that optically inactive tartaric acid consists of equal 
pa^rts of dextro and Isevo tartaric acid. If optically active combina- 
tions (of which a large number can be made artificially) are produced . 
in the retort, the rule holds that exactly the same number of mole- 
cute of the two components are produced by the reaction. 

Ever since Pasteur showed that in the fermentation of tartaric 
acid by moulds the dextro tartaric acid is decomposed first, it has been 
toimd possible to demonstrate a similar behavior in numerous other 
thus by the aid of moulds, yeasts, and bacteria it was found 
pc^ible to isolate one of the optically active components from racemic 
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combinations. Looked at in this way the formation of hemitoxin is 
explained in very simple fashion.^ 

It can readily be shown that in the first stage of toxoid formation 
which leads to hemitoxin no change in affinity takes place, and this 
holds true also for all the toxoid formation, for if an increase in 
affinity occurred there could be no hemitoxin zone; a proto toxoid 
zone would again be followed by a zone of pure toxin. Conversely 
if there were a decrease in affinity a zone of pure toxin would precede 
the toxoid portion. The following scheme will serve to make these 
conditions clear: 

These considerations 
at once show us that in 
the formation of toxoid 
no change in affinity can 
take place. As a matter 
of fact, however, the pro- 
totoxoid possesses a much 
stronger, and the trito- 
toxoid a much weaker, 
affinity than the toxin or 
hemitoxin occupying the 
central portion of the 
spectrum. This we saw in our analysis of the poison mentioned 
above. We must, therefore, conclude that this difference is not 
produced by the formation of toxoid, but exists in the toxic bouil- 
lon from the beginning, the initial portion of toxin, which subse- 
quently passes over into pro to toxoid, already possessing a higher 
affinity for the antitoxin. The poison of diphtheria, for example, 
could be represented by the following rough diagram, in which the 
degree of^ffinity is ^pressed schematically by the length of the lines : 


: Pure Toxin 


Increased 

Affinity 

Decreased 

Affinity 


Affinity 

Unchanged 


Pig 5. 


Prototoxin 


Deuterotoxin 
Fig. 6. 


LLU 

Tritotoxin 


^ See E. Fischer, Zeitschr. f. physiol. Chemie, Vol. 26. 
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Certain other considerations have convinced me of the plurality 
of the toxins. Chief of these is the behavior of the poisons on long 
standing. As is well known, poisons freshly produced rapidly deterio- 
rate in toxicity until a point is reached beyond which the constants 
of titration, especially Lf, remain unchanged. Such “ripened" poisons 
are made use of in the official testing of diphtheria antitoxin, and we 
have therefore had abundant opportunity to convince ourselves that 
they remain constant. 

Jrom the standpoint of physical chemistry this fact (that the 
to.\icity after a time becomes constant) could perhaps be ascribed 
to an equilibrium between toxin and toxoid. Such an equilibrium, 
however, is found only in reversible reactions, i.e., in chemical proc- 
esses, which also proceed in the reverse direction. Toxoid formation, 
however, is not a reversible reaction; no one has yet discovered even 
a suggestion of a toxoid passing over into toxin. Another point which 
speaks against a condition of equilibrium is the fact that through 
artificial influences— heat, chemicals— any desired proportion of toxin 
and toxoid can be produced. Only one other explanation therefore 
remains, namely, that various toxins are present, of which some are 
more resistant, others less so. 

I have thus presented in detail the reasons which led me to assume 
the existence of jrreformed varieties of toxins. As a result of my ex- 
periments I must emphatically deny the assumption that the phe- 
nomena observed by me in diphtheria poison are only the expression 
of a weak affinity between diphtheria toxin and antitoxin. I have 
demonstrated that the observed deviations can only be due to the 
admixture of toxoids with different affinity, and have further made 
it probable that these different degrees of affinity exist preformed 
m the toxin and do not arise with the formation of toxoid It must 
however, be distinctly understood that the points of view here laid 
down are not applicable to the relations between toxins and antitoxins 
m general. They apply only to diphtheria toxin and its antitoxin 
The important re^rches of Arrhenius and Madsen on tetanolysin 
slmw hat neutralization proceeds in an entirely different fashion 

f ^ °ne another. 

clearly indicate the errors in the interpre- 
tatim of neutralization phenomena when dissociation is disregarded 

tedious explimell 

^tto isbaS experiments upon which 

all this IS based, expenments carried out by my fellow workers (espe- 
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cially Geh.-Rath Donitz and Dr. Morgenroth) and myself, have been 
most exact, and I venture to say that in medicine but few investiga- 
tions exist which have been carried out with such precision and on 
such abundant material. 

II. Toxons. 

Thus far we have dealt only with the true toxin portion of the 
diphtheria poison, and have entirely disregarded another constant 
secretory product of the diphtheria bacillus, namely, the toxons. On 
testing a diphtheria poison and determining the two limits, Lq and Lf, 
we should expect that the difference, L^-L =D, would correspond 
exactly to one lethal dose, provided the poison were a simple uniform 
substance. Thus if L , for example, contains a lethal doses these, 
according to our definition of Lq, will exactly be neutralized by 
1 I. E. Assuming that the two substances have a strong affinity for 
each other, the addition of one L. D. would suffice to transform this 
neutral Lq mixture into Lt, i.e., Lf should contain (a+l) L. D. and the 
difference, D, should equal 1. As a matter of fact, however, it was 
found that with the exception of one poison examined by me, the 
difference between Lt and Lq is much greater. In the poisons de- 
scribed in my first communications the difference D ranged from 
5 to 50 L. D. At first, when I still held to the Unitarian conception, 
I had interpreted these results as indicating the existence of a toxin 
derivative of very little toxicity and possessing less affinity than the 
toxin. For this reason I termed the derivative “epitoxoid.'^ In my 
second communication, however, I abandoned this assumption, and 
stated that we were evidently dealing with a primary secretory prod- 
uct of the diphtheria bacilli — the “toxon."' The reasons which led 
me to this view will be presented in a moment. The toxon possesses 
the same haptophore group as the toxin, but a weaker affinity for the 
antitoxin. The main difference is in the toxophore group, for even 
when given in large doses the toxon does not produce death, but only 
paralyses which develop after a long incubation of fourteen days or 
more.^ 

Arrhenius and Madsen have doubted particularly the existence of 

^ It may be remarked in passing that such additional or ^‘by-poisons” with 
a long period of incubation are not limited to diphtheria bacilli. According 
to the observations of Sclavo on animals infected with anthrax it is highly 
probable that anthrax bacilli also produce poisons having a toxin-like action. 
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the toxons. According to them the long-drawn-out toxon zones are 
the expression of the incomplete combination of toxin and antitoxin, 
the neutralization of which they believe follows the anunonia-boric 
acid type. There are, however, a number of weighty reasons why 
this view cannot be accepted. 

It was but natural at first to ascribe the toxon stage to phenomena 
such as Arrhenius and Madsen now have in view. It had already 
been noticed by others that often a considerable interval exists be- 
tween Lt and Lq. Knorr, in referring to this, had spoken of “ un- 
neutralized poison residue." The assumption, however, that we are 
here dealing with the result of an incomplete neutralization is con- 
troverted by the analysis of a poison which I encountered during the 
course of my investigations. This was Poison No. 10 (of my series), 
whose Lo and Lt values were very close together. Lq contained 27.5 
and Lt 29.2 L. D. Hence D = 1.7 L. D., which is a close approach to 
the figure demanded by a simple diphtheria poison. 

The following considerations will show that this value, 1.7, should be cor- 
rected so as to be still lower. The original calculations were based on my earlier 
assumption that toxins and toxoids are uniformly mixed. This however, has 
been superseded by the spectrum method of representing the neutralization of 
poisons. Experience has taught us that such deteriorated poisons usually 
(insist of a small zone of hemitoxin and a more or less pronounced zone of 
tritotoxin-toxoid, in which as a rule nine toxoid equivalents fall on one toxin 
equivalent. Several times 1 have observed tritotoxin-toxoid zones containing 
Vi© toxin, and Madsen also has described such a poison. As can be seen from 
our calculations given above, the theoretical change from L„ to Lt is influenced 
solely by the tntotoxoid zone. If we therefore assume that our poison pos- 
^ssed a tri to to toxin- toxoid portion whose strength was Viu is extremely 

probable) we shall find that by a little calculation that the poison probably 
(xmtained no toxon whatever. Very likely the tntotoxoid zone reached to 
the end (200) of the spectrum. On the assumption of a V,o tritotoxin-toxoid, 
if we multiply Lq by ^^V 2 oo we shall obtain Lt = 28.9 L. D. This agrees very 
wen with the figures obtained experimentally, Lf = 29.2 L. D. 

We may therefore very well assume that we were dealing with a 
poi^n free from toxon or one which contained only very small traces 
of toxon. 

This fact is hard to reconcile with the theory of Arrhenius and 
Madsen, for if toxin and antitoxin neutralized each other like 
ammonia and boric acid, all poisons should show a long zone of in ' 
complete neutralization. 

The independent existence of the toxons is further corroborated 
by the fact that the toxon zone varies enormously in different speci- 
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mens of poison. In one it may amount to about one-fifth of the toxin 
portion, in another I have seen equal parts of toxon and toxin. Dreyer 
and Madsen in fact have recently described a poison which contained 
three times as much toxon as toxin. According to our present ex~ 
periences, therefore, the amount of toxon calculated on the toxin can 
vary from 0 per cent to 300 per cent. Hence I find it impossible to 
assume that we are dealing with neutralization phenomena such as 
are observed with ammonia and boric acid, for such neutralizations 
•would show at least some agreement. 

This still left undecided whether the toxon is a primary bacillary 
secretion or a secondary modification of the toxin. A study of the 
development of one poison finally gave me the clue to this. This was 
poison V, whose constitution has been described in the Deutsche 
med. Wochenschrift 1898. It will be recalled that this poison pos- 
sessed the following limits in the second phase : 

Lo=0.125; Lt = 0.26; L.D.-0.003. 

During the course of three weeks Geheimrath Donitz made con- 
tinuous determinations of Lq and Ll, using very uniform animal 
material. The protocol of this experiment is reproduced in full 
because the precision of the methods will thereby also be exhibited 
(see table on page 506). 

From the table we see that in the course of three weeks Lq has 
increased from 0.15 to 0.20. After this an insignificant increase 
brought this to 0.21 ; from then on Lq remained constant. During 
this time the L'*’ dose (0.26) had suffered no change whatever, for on 
the 16th of July a mixture of 0.25 poison 4-1 I. E. killed in six days 
and 0.27541 1. E. in three days. Lf, which according to our defi- 
nition is the mixture that will just kill on the fifth day, must have 
been about midway between these two values, a little over 0.26. 
This agrees very well with the value obtained in the beginning. To 
repeat, during the course of this stage Lf has remained constant, 
but Lo has increased considerably (from 0T25 to 0.21). 

This fact is easily explained. The toxin portion has remained 
absolutely unchanged in its end zone, as can at once be seen from 
the constancy of the Lt dose. On the other hand in the toxon por- 
tion, which is expressed by the difference between Lf and Lq, 80 
toxon equivalents out of 100 have apparently disappeared. This 
eliminates the possibility of a transformation of toxin into toxon, 
for if that assumption were correct one would expect that on allow- 
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inff the bouilloa to stand, the toxin zone would decrease and the 
toxon zone become considerably greater. In this case, however, we 
see that the toxin zone remains constant while the toxon zone rs 

reduced to one-fifth.^ 

Determination of Lo Dose. 


Guinea-pigs are Injected with 1 I. E. + Varying Amounts of Poison, 


Amount 
of Poison 
cc. 


June. 



July 



21 

25 

1 

29 

1 

4 

6 

10 

0.125 



0 

— 

— 

— 

— 

— 

0.1275 

faint trace 

almost 0 

— 

— 




0.13 

0-14 


— 

slight but 
distinct 

— 

— 

— 

— 

0.15 

— 

— 

— 

just 

neutral 

. 


— i. 

0.16 

— 

— 

— 

slight but 
distinct 

— 

— 

— 

0.17 



— 


. — 

little 

slight 

— 

0.18 

0.19 


— 

— 


more 

sligh t 
oedema 

— 

0.2 

— 

— 

— 

— 

— 

more 

oedema 

almost 

neutral 

0.215 

— 

— 

— 

— 

— 

more 

oedema 

some 

oedema 

0.23 


i 





marked 

oedema 


“Faint trace,” “slight,” etc,, denote the degree of infiltration. 


It is difficult to say a priori what has become of the toxon which 
has disappeared. On account of certain facts which I shall mention 
later, 1 have assumed that we are here dealing with the formation 
of an analogue of toxoid, namely, a substance which I term toxo- 
noid.’' I conceive this to he a toxon in which the toxophore group 
has become modified. 


’ The entire course of the decomposition . in which from day to day we could 
obwrve the toxon hecoming weaker and weaker speaks against the possibility 
(in itself very remote) that the varying composition of the bouillon is respon.- 
Fible for the variation in the number of toxons in the individual poisons. In 
the poison here described the decomposition has taken place in the same bouillon 
and in so short a time that very great alterations in the bouillon appear to be 
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Another fundamental difference, one which in my opinion argues 
in favor of the individuality of toxin and toxon, consists in the differ- 
ent action of the two constituents. The action of diphtheria toxin, 
as is well known, is such that the animals die with symptoms of 
hydrothorax, ascites, congestion of thesuprarenals, necrosis of the skin. 
Somewhat smaller doses kill guinea-pigs in from six to seven days, 
the animals showing ulceration and extensive necrosis. Still smaller 
doses, i, i, ^ L. D., no longer produce death, but regularly cause 
necroses which are surrounded by an extensive area of total loss of 
hair. Small fractions of the fatal dose always produce emaciation 
of the animals. In contrast to this, the toxon, i.e. a serum-poison 
mixture in which only the toxin fraction is completely neutralized, 
never kills animals acutely, even in high doses. The inflammatory 
properties may be entirely absent in small doses, while in large doses 
they are present to only a slight degree. The oedema disappears 
completely in the course of a few days, there are no necroses, and 
the loss of hair, if it occurs at all, is only partial. On the other hand 
the paralyses are very characteristic, and these appear at any time 
between the fourteenth and twentieth day, depending upon the dose, 
usually in the third week. Frequently the animals do not show even 
a trace of local reaction and maintain their weight ; then suddenly they 
are attacked with the paralyses and may die from these within a few 
days. I have never seen such a result in animals inoculated with a 
pure diphtheria poison. Now and then a guinea-pig was observed 
which showed these paralytic phenomena. It was usually one that 
had received a considerable fraction of the L. D. Invariably it 
showed extensive necroses, was generally very sick from the beginning, 
and had suffered considerable loss of weight. In view of the slight 
amount of toxon which I found in these poisons, such animals were 
evidently supersensitive to the toxon. 

Dreyer and Madsen have succeeded in differentiating toxin and 
toxon qualitatively, as follows: They found that mixtures of a diph- 
theria poison and antitoxin in which the limit of complete toxin 
neutralization was. nearly approached, exerted only toxon effects 
when given in small doses. If, however, the mixture was increased 
tenfold, death was brought about by the toxin. This is readily 
explained. The determination of toxon by means of 1 I. E. natu- 
rally cannot be absolutely exact, for a small residue of toxin, e.g. 
^/lo L. D., can readily escape observation. If, however, a sufficiently 
large multiple of this mixture, e.g. ten times the original quantity, is 
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injected, this will now contain i®/ lo L- D. unneutralized. If 
amount of antitoxin was also somewhat increased, Dreyer and Mad- 
<?en found that even with this multiple amount only toxon effects 
were observed, the toxin now being completely neutralized and only 
toxon remaining free. 

Dreyer and Madsen ^ thereupon subjected this same poison to a 
thorough study, using rabbits for the purpose. They found if 0.6 cc. 
poison was mixed with 1 I. E., that this mixture, which represents 
the Lo dose for guinea-pigs, is still highly toxic for rabbits. In order 
to render this dose of poison completely innocuous for rabbits it is 

240 

necessary to add more antitoxin, in this case 2 qq The state- 

ments concerning the behavior of mixtures between these two limits 
are also of considerable importance. A mixture of 0.6 cc. poison -f 

— I. E. injected into a rabbit causes death on the twenty-second 
200 

day with paralytic symptoms. The incubation period is sixteen 

232 

days. Even a mixture of ^ I. E. with the same amount of poison 

caused paralyses, which appeared on the sixteenth day and con- 
tinued for several weeks. This behavior is so important for our view 
concerning the existence of different poisons that I must enter a 
little more fully into the subject. According to our definition of the 

232 

Lo dose, mixtures like the one containing I. E., and therefore 

poss^ing a considerable excess of antitoxin, are absolutely innocuous 
for guinea-pigs and can be injected in any quantity. In virtue of 
the excess of antitoxin such mixtures suffice to passively immunize 
the animal and to protect it, provided suitable doses have been in- 
jected, against diphtheria poison and diphtheria bacilli. If then 
such mixtures are still toxic for rabbits only one possibility remains, 
namely, that the diphtheria poison in question contains a substance 
which is non-toxic for guinea-pigs but toxic for rabbits. This sub- 
stance I term toxonoid.^ 


^ See also my article in Munch, med. Wochensch. 1903, Nos. 33, 34. 

®At the outset of my investigations I made entirely similar observations. 
My very extensive but unpublished studies made at that time convinced me 
ffiat this property is not common to all diphtheria poisons, for I also found 
«Mne in whith the L, dose was exactly the same in rabbits and in guinea-pigs. 
TbM fact furthmnore refutes the assumption that the phenomenon described 
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So far as the behavior of partially neutralized mixtures is con- 
cerned; the observations of these authors show that mixtures which 
exert only toxon effects on guinea-pigs produce death in rabbits 
with symptoms of diphtheria poisoning. I believe that all these 
phenomena are best explained by the assumption that there are at 
least three different varieties of poisons, and that these possess differ- 
ent affinities and different actions. These poisons are: 

1. Toxin, possessing the highest affinity, kills rabbits and guinea- 
pigs acutely, but is more toxic for the former. 

2. Toxon, killing rabbits acutely and guinea-pigs with symptoms 
of paralysis. 

3. Toxonoid, producing paralyses in rabbits, non-toxic for guinea- 
pigs. 

The fact that all three poisons act more strongly on rabbits than 
on guinea-pigs is explained by the absolute higher susceptibility of 
the former. 

Dreyer and Madsen have recently described a diphtheria poison 
in which toxoid effects could be demonstrated even on the injection 
of sublethal doses of the pure poison. This behavior is at once under- 
stood if we study the constants of this poison as they were determined 
by these authors, for whereas in the other poisons examined there 
were 33 toxon equivalents to 167 toxin equivalents (toxon : toxin = 
1:5), in this poison the proportion was just the reverse, there being 
three times as much toxon as toxin. No wonder therefore that with 
the toxon fifteen times more concentrated even sublethal doses of 
the pure poison should suffice to make toxon effects evident. 

In view of the high theoretical significance which attaches to the 
poison described by Dreyer and Madsen, I cannot refrain from giving 
briefly my conception of its constitution. The authors have repre- 
sented the poison in the form of a curve, one which at first sight seemed 
rather strange to me. As soon, however, as I transformed their 
graphic representation into a spectrum by the aid of their figures, 
the constitution of the poison was found to agree very well with 
other well-known diphtheria poisons. The only difference is the very 

is due to an incomplete neutralization, such as Arrhenius and Madsen, for exam- 
ple, have demonstrated in the case of boric acid and ammonia, and in the union 
of tetanolysin with its antitoxin. If that were the case one would expect to 
see the phenomenon in all diphtheria poisons in equal degree, and this is not 
the case. 
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large contetit of toxon. The spectrum, which corresponds to the 
cur've obtained by the authors, is here reproduced (Fig. 3, Phase II). 

From this we see that a zone of hemitoxin in the beginning of the 
spectrum is followed by a zone of almost pure toxin, and this in turn 
by a zone of tritotoxin-toxoid. Then comes the very long toxin 
fraction. 

To one employing this mode of representation, such a spectrum 
not only pictures the present constitution of , the poison but also 
frequently permits him to reconstruct its previous constitution. 
In this case, for example, it was possible to do so with the aid of 
several statements by the authors concerning earlier and later stages. 
According to these figures I would assume that in the first phase 
the poison contained a pure toxin in the initial zone. In the second 
phase, the period at which the poison was studied by Dreyer and 
Madsen, this had become transformed into hemitoxin. In the third 
phase it may become pure prototoxoid. A fourth phase would then 
show the transformation of the pure toxin in the above spectra into 
hemitoxin and the poison would then have reached the point which 
we have so frequently observed in other poisons. The spectra of 
these various phases is as follows (Fig. 7) : 

I shall now present the figures which Madsen and Dreyer ob- 
tained when they started with double the Lq dose (0.1 cc. poison). 
In the first phase, their statement that the lethal dose was 0.0015 cc. 
shows that 0.1 cc. poison contains 66 L. D. Calculation from the 
spectrum gives 65 L. D. 

The second phase, of course, agrees entirely with the statements 
of the authors, since the spectrum was constructed according to these. 

In the third phase the formation of the prototoxoid zone from 
the previous zone of hemitoxin is readily seen from a second neu- 
tralization test, one made with normal horse antitoxin. 

In phase IV the lethal dose had risen to 0.0027, corresponding 
to 37 L. D. in 0.1 cc. Calculating this from my spectrum I obtain 
35 L. D., which is but 2 L. D. smaller than would correspond to 
the final stage. Perhaps this stage had been nearly but not yet 
completely attained. It is probable that if the examination had 
been made a little later the figure would have been exactly 35. 

The figures obtained from my reconstructed spectra harmonize 
so well with those obtained experimentally by the authors that it 
seems almost impossible to doubt the correctness of my assumptions 
concerning the constitution of the poison and the process of its trans- 
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formation. This proves that in this poison the toxin zone behaved 
exactly the same in its transformation as it did in the other diph- 
theria poisons examined. 

I believe it will be seen from my explanations that my mode of 
procedure in the study of diphtheria poison has been exceedingly 
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careful, and that the objections raised against my results do not apply. 
I must therefore continue to maintain my original standpoint, and 
deem it well therefore to once more define my views concerning the 
poison of diphtheria. 
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1 Tlie cli|>litheTia bacillus produces several kinds of poisons, 

cs|XM‘iaIly toviiis and toxons. 

2, Tlie affinity of di|)htheria toxin to the antitoxin is very great. 
Tlie deviations from a straight line as they manifest themselves 
in file grapliie rqiresentation of the neutralization of the poison 
t aiiiiot he t^xplained by the assumption of a single poison possessing 
;i ivt'iik affinity. They are rather the expression of the fact that the 
iMiuillon contains admixtures of various kinds of substances 
fi a toxoid character. 

4 The varied affinity of the toxoids cannot be explained by the 
a>.si!r!]|)tion that a simple toxin when transformed into toxoid suffers 
a idainge in affinity either positively or negatively. Rather does 
this indicate that the toxic bouillon contains, preformed, various 

toxins of different affinities. 

5. There is no change in the haptophore group in the formation 

of toxoid. 

6, The absolute number of combining units contained in the 
imiiiime unit or in the dose of poison is 200.^ 

I, Imve finished. If the results of the first encounter of two such 
ilifferent methcKis of study as the matbematico- physical and the bio- 
logical have not shown conaplete agreement we should not be at all 
siirprisecL The natural aim of physical chemistry must always be 

’ lk>rdet hm recently attempted to explain the toxon phenomena by the 
as?^iin]ption that the toxin molecule can combine with antitoxin in varying 
|iro|M.>rtions. One would accordingly have to assume that the toxin molecule 
fcmtains «veral haptophore groups. The complete occupation of these groups 
the toxicity to be entirely lost, whereas partial saturation causes a de- 
ereane in toxicity. That is to say, amounts of antitoxin which do not com- 
pletely neutralize the toxin would weaken it in such fashion that it would exert 
a diffeient action. It is strange that so eminent an investigator as Bordet 
^toulci not have attempted to convince himself of the correctness of this hy- 
iwfbesis by means of the experiment. He would then have found that the 
facts are Irreconcilable with such an assumption. We have shown at great 
k'n^th that the toxon actions are nothing less than constant phenomena and 
iirue ealltxi attention to the great extent of the quantitative variations (0-300). 
If fme were to follow Bordet it would then be necessary to assume an enormous 
iiiiilfiplicity of haptophore groups in the toxin molecules, and this would lead 
to a fiyi-wthesis far more complicated than mine, although the latter harmo- 
fiifw all the experimental results. In support of his conception Bordet refers 
exiMTiments with oomplement and antieoraplement, I must say, however, 
lliiit in the» we are dealing with such complicated relations that it is not per- 
nilMbfe to apply the conclusions drawn from them to the far simpler, relations 
exMiif toxin and antitoxin. 
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to introduce as few factors as passible for piir|K>ses m cal ciilai ir^n 
whereas biological analysis always seeks to pay doe regard to the 
wonderful multiplicity of organic matter. However, I lelieve that 
these two methods can readily be combined and that this will 
very desirable. The biologist will have to content hiinsidf in so far 
yielding to the economy of the mathematical view that he restricts 
his assumptions to the smallest fx>ssible mimher. The pdiysieal 
chemist, on the other hand, cannot esca|.>e the obligation of paying 
due heed to this minimal multiplicity, the result of exmriiiiental 
research. Naturally the problem is thus made extremely diffieijlt, sid 
that success will require that the greatest authorities in physical 
chemistry w’ork hand in hand with the best biological talent. For 
this reason I regard it as a great gain to science that so eminent a 
leader as Svante Arrhenius is taking a lively interest in our work, 
and has joined hands with my friend and pupil, Thorvald Madsen. 


XXXVllL TOXm AND ANTITOXIN 

A REPLY TO THE LATEST ATTACK OF GRUBER. 

By Paul Ehrlich. 

In a domain tliat is open to experimental investigation it is 
neither emj nor without danger for one to express criticism merely 
m a of literary studies. 

This is ^p^cialiy true in that most difficult field in the entire 
study of immunity, namely, the subject of toxins. Only one who 
Rm devoted years of unprejudiced study at the laboratory table 
to this subject and gathered a host of observations and experiences 
will te in a fX)sition to orientate himself in the confused mass of 
true and false statements contained in the literature. The outsider 
will find it very difficult to correctly analyze all this material. 
Hence it is ail the more remarkable that Gruber^ should choose 
the subject of toxins for the main portion of his attack upon me, 
for aecwding to his own admissions that is the field which he knows 
merely from literar}^ studies. Against such critics I am in the unpleas- 
ant position of a man who is compelled to discuss colors with the 
blind. Neverthele^ I cannot well escape the thankless task of 
replying, at le^t to the main points in Gruber’s polemic, for it is 
indisputable that this attack, addre^d chiefly to those without 
specif traning in this field, is capable of causing wide-spread con- 
fusion, owing to its positive tone and its severity. 

Gruber's firat import^t error li^ in the assumption that a con- 
ImvMkm of the plumlity of poisons, to which I hold, signifies the 
domnfall of the side-chain th^ry without further ado. The side- 
thwry, however, proems from the sumption that the toxin- 


* Stymied from tbe Munck. med, Wc>€heii«h. 1003, Kos. 33 and 34. 
Giate* mi CL r. Toxin and Antitoxin, Miincli. med. WcKjhen^-. 
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liie poisons are characterized by a haptophore and a toxopliore 
group, of which only the former effects the anchoring of the tosio. 
Practically therefore only this group is important for the produc- 
tion of antitoxins. This view is only the logical conseciueiiee of 
the fact that on long standing the poison bouillon undergo^ modi- 
fications, resulting in the production of what I term toxoids, The^ 
substances are characterized by this, that the haptophore group 
has remained intact, while the toxophore group, depending on cir- 
cumstances, has suffered partial or complete modification. Xot 
infrequently it can be showm that the formation of toxoid is quan- 
titative, the combining power of the toxic bouillon being unchanged 
despite a considerable loss of toxicity. 

Gruber, by means of certain calculations, appears to question 
this fact; he refers exclusively to my xery earliest publications in 
which, naturally, the evidence was still incomplete. It would have 
been better if Gruber had studied instead my later publications, 
for then he could easily have convinced himself that my statement 
is entirely correct. I shall mention but one of my poisons ^ as an 
example. In this the L dose was originally 0.25 cc., the lethal dose 
0.0025 cc. At the end of the investigation L-^ had increased to 
0.26 cc., the lethal dose, however, to 0.004 cc. The number of lethal 
doses, therefore, in approximately the same amount of Lf- had l^n 
reduced from 100 to 65. Madsen ^ d^cribes a poison in which the 
neutralizing power remained constant during the cruise of two 
years, while the toxicity was reduced one-half, from 0.(^ to 0.04. 
Furthermore Arrhenius and Madsen, in their mc^t recent work® 
describe the toxoid modification of a tetanus toxin. Th^ consist 
in the fact that the combining power remains intact while the toxicity 
is decreaswi to one-sixth. It is seen therefore that the doubt thrown 
upon my quantitative statements is due entirely to a disregard of 
readily aec^ble facts. This quantitative transforinatlon consti- 
tute a ^mewhat anii 05 dng fact for Gruber, and he therefore s^ks 
to expMn it as follows: 

'■* Imagine, if you wiH, that ^Ao of the toxin molecule pr^nt 
are changed into toxoids, the minimal lethal do^ wii then be increased 

’ Described ia Deutsehe med. Wochensch. 18^, No, 2S, 

2 Anrmles de I’lnstitut Pasteur., T. 13, 18W. 

3 S. Arrheiiiiis and Th. Madsen, Physical C&emisfciy apfiM to Toxias and 
Antitoxins, P^tskrift ved. indvielsen af Statens Seima lostitut, Kopeiii^oi, 
1^62; German in kitsch, fur phydiol. Chem. 
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therms the value mil remain unclianged ; this is Elir- 
- Is; r«oihtvis. the toxin molecules had lost their toxicity, 

there Ixirig any formation of toxoids capable of combining 
midi antitoxin, the U) value would be increased ten times. If, how- 
cviT, s!iiiiiltaneoa>Iv with the loss of Vio fhe toxicity, the fluid 
mere to lose lo the reaction rapiidity for antitoxin, so that the 
fni>taiit of the reaction would l3e decreased ^/lo, it would be found 
tha! tlip I4) value would manifest itself unchanged/’ 

(iriilx^r would have done better to have made some of these com- 
paratively simple experiments himself than to advance such an 
iinieiiable assumption. We are here dealing with experiments 
which eonstitiite, in fact, the very beginning of the technique of 
It^ting fKhsons. Thus, when in 1897^ I formulated the law that 
the combination of })oison and antibody takes place more rapidl^^ 
in concentrated solutions than in weak solutions, it was as the result 
of just such studies made on diphtheria and tetanus toxin. In these 
gtiidif^ I convinced myself that the affinity betw^een diphtheria anti- 
toxin and diphtheria toxin is far greater than that between tetanus 
Mtitoxin and tetanus toxin. The union of diphtheria toxin and 
its antitoxin is effected veiy quickly, so that at the end of five to 
ten minutes one may be sure that complete union has taken place. 
It is entirely immaterial whether one is dealing with fresh poisons 
or mith |:x>isons poor or rich in toxoids. 1 shall here reproduce an 
experiment which I have recently made because Danysz^ insisted 
that the neutralizing power of the diphtheria poison changes when 
the |»ison is allowed to stand for some time. 

The experiment was performed with the standard serum and 
standard toxin used in the official standardization. Both substances 
hMi therefore been very accurately titrated. The mixture was 
allowed to stand fifteen minutes and twenty-four hours and the 
r^ult showed that in this time not the least change had taken place 
in the constant. In the experiments of Danysz, therefore, some 
errtir tos probably crept in. In any event there is no change in 
tie feaetion time on the deerea^ of toxicity of the diphtheria toxin. 

(liiinea-pig I receives 1 I. E. serum -f-Q.TS Oc. poison (Lt) fifteen 
miiiutiB after mixing. It die^ on the fourth day. 

^ Guinea-pig II receive the same mixture twenty-four hours after 
mixing. It iim on the fourth day. 

* l>ie dm Dipfitherieh^tor^ims, Jeaa, 1897 . 

* Aana^ «le iTnstitiifc Bwteur 1902 . 
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Guinea-pig III receives 0.8 cc. poison, otherwise same as 1. It 
dies in three and one-half days. 

Guinea-pig IV receives O.S cc. poison,, otherwise same as II. It 
dies in three and one-half days. 

Another thing which is entirely irreconcilable with Gruber’s 
assumption is the fact that there exist proto tOKoids, i.e., toxoids 
which possess a higher affinity for the antitoxin than the toxin itself 
does. The existence of these was first pointed out by me and iias 
since been confirmed by Madsen and also by Arrhenius. The exist- 
ence of the prototoxoids becomes dearly manifest by the fact that 
one can add a certain quantity of antitoxin to the toxin solution 
without affecting the toxicity in the slightest degree. 

Mention must also be made of the fact that similar phenomena 
have been observed in a large number of other poisons. It will 
suffice here if I remind the reader that toxoid changes have l>een 
observed in ricin (Jacoby), abrin (Romer), staphylotoxin (Wechs- 
berg, Neisser), cobra venom (Meyers, Flexner). Furthermore Mor- 
genroth and I showed that in complement also there is a dcxst ruction 
of the real active portion, the zy motoxie group, while the hapto- 
phore group remains intact. The existence of complementoids 
has been demonstrated decisively by Sachs and myself,^ although 
Gruber had termed them merely fervent wishes floating atout 
in the serum. 

Furthermore it will be remembered that similar phenomena 
are observed in the agglutinins and eoagulins (precipitins), the hap- 
tophore group of the agglutinin or the precipitin remaining intact, 
while the agglutinopbore group is destroyed. This phenointmon 
was first pointed out in the excellent study made by EisenWrg and 
V^olk in Paltauf s latwratory. Since that time a large mass of liter- 
ature has grown up around this subject so that now there is not 
the least doubt concerning the existence of these substances, which 
normally occur in the form of proagglutinoids. A recent study 
by Korschiin^ mak^ it probable that something similar to this 
occurs in ferments, particularly in rennin. In all these various 
eases it seems to be the rule that the real funetionatiDg group is far 
more labile than the one which effects combination, namely, the 
hap tophore group. Hence I believe that the formation of such 


' See page 209. 

* Zeitsch. f. physiol. Chetnie, Bd. 37, 19^. 
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ffimlifieations must he classed with the positively demonstrated 

m mcdiriDe. 

It is entirely ineoroprehensible how Gruber could believe that 
the controversion of the plurality of poisons assumed by 

riit‘ denotes the downfall of the entire side-chain theoryd 

Hciw false such a conclusion is can be seen from the fact that 
mheii I devised the side-chain theory I believed the diphtheria poison 
to a simple sutetance. My later studies, however, convinced 
me that the poison consists of several modifications: proto toxin, 
<lciiterotoxln, tritotoxin, and toxon. It can easily he seen from 
my publications, however, that I ascribe the same combining group 
to* all of these; they differ merely in their toxophore groups. In 
the? production of diphtheria antitoxin all of these modifications 
act in exactly the same w’ay. It shows a deplorable lack of com- 
prehension, therefore, when Gruber says that the refutation of the 
plurality of toxins will give this side-chain-theory spook its 
cpictus.” 

However, let us see what proofs Gruber advances against the 
plurality of the poisons. On a previous occasion when Gruber 
brought forward these same arguments I allowed them to pass with- 
out s|:)ecially controverting them, for I felt that his faulty mode 
of reasoning would at once be apparent to the specialist. Now that 
Gnil>er, however, returns to this subject I think it may be well to 
discuss the facts somewhat in detail. 

In the majority of poisons it is probably a fact that the toxicity 
depends upon the animal species, a certain poison being more toxic 
for one sjwcies than for another. In chemically definite poisons, 
alkaloids, etc., this behavior is usually a constant one, so that in 
text-books on toxicology the fatal doses per kilo of body weight 

^ Arritenius and Madsen (1. c.) in their very interesting study have ques- 
tfcned whether the pbenomena of neutralization, which I described and referred 
to m plurality of poisons, are due to a difference in the poisons or whether, as 
they think prolmble, they are merely the expression of a neutralization between 
two of weak affinities. For the present I shall merely point out 

th*l mj own statements refer only to diphtheria toxin, which possesses a much 
affinity for the antitoxin than, dlo^- tetanus toxin. The investigations 
of esteemed authors have di^osed one source of error which could easily 
CTwp into neutralization experiments. Neverthdess I believe that their con- 
dom not apply to toxin of diphtheria which I have studied so closely. 

I iiiail into th^ qiwtbns more fully elsewhere, and hope then to show 
that fttand^int maintoiiied by me is ^tirely correct. 
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are usually given for various atiimal species. In the beginning it 
WBJS thought that the same conditions held true for the bacterial 
poisons and several such scales of toxicity were given out by high 
authorities. As soon, however, as different toxin solutions of the 
same species were examined, e.g. diphtheria .toxins obtained from 
different cultures or in different laboratories, it was found that, 
unlike the alkaloids, the scale of toxicity w’as a variable one. In 
the case of one poison/ for example, I found that a guinea-pig of 
250 grammes was uniformly killed by a dose of O,CM}375-O.O04 ee., 
and a rabbit of 1800 gramme by a dose of 0.009 ce. This corre- 
sponds to a ratio of l:2:2-2.4. In another poison the figures were 
0.003 for guinea-pigs and 0.004 for rabbits, corres|X>nding to a pro- 
portion of 1 :1.3. This show^ed that in two different {x>isons the 
susceptibility of rabbits varied more than half. 

The conditions, however, are far more interesting and instruc- 
tive in the case of tetanus poison. Tor a long time a controversy 
existed between v. Behring and Tizzoni. The former stated that 
tetanus poisons act 150 times weaker on rabbits than on mice, whereas 
Tizzoni declared that a poison prepared by him was just as toxic 
for rabbits as for mice. From the papers of these authors it is cer- 
tain that the two poisons when t^ted on mice were identical. A 
definite amount of either poison — for example, a single fatal d<^ 
for mice — was neutralized hy the same quantity of antitoxin. So 
far as mice were concerned, therefore, the two poi^ns were Identical . 
As soon as the poisons were tested on rabbits, however, the al»ve- 
mentioned enormoxis difference in toxicity become? apiMrent. This 
at once shows that the^ two poisons cannot pebbly !» Identical. 
Wherein, then, does the difference consist? We have seen that the 
two poisons are neutralized by the same antitoxin, and that fur- 
thermore immunization with one of the poisons is followed by the 
production of an antitoxin, which acts also on the otha- poison. 
From this it follows that the haptophore group must be the same 
in both. lE[wL(se we must be dealing with a differemi» in the toxo- 
phore group, v. BerHng's poi^n po^^ing a toxophore group wMch 
is highly virulent for im(^ and only slightly a> for rabbite, whereM 
Tlzzond^s poison contains a group which acts equ^y on both ani- 
mals. This difference would be very like that which I have demon- 
strated in the case of diphtheria toxin and toxon. (hae might, how- 
ever, think of an entirely different explanation, namdy, that the 
strain of haeteria with which Tizzoni worked ^cieted an entirdy 
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tiiiTiTwit kind of |x>ison than the Marburg culture. But this proved 
ici the ease, for v. Behring demonstrated that his tetanus poison 
iiijerteil into rabbits in large quajitities suffers a considerable 
dviiriUUtio!i in toxidty. On testing the properties of the poison 
cYiiiiiiiiieil in the serum of the j^isoned animals he found that this 
rtsidual |H:>sst-ssed the same constants as Tizzoni’s poison. 

I riuii till- it fiillows tliat v. Behring’s poison contained also a cer- 
!;y!i |:)re|>ortion of the Tizzoni variety. The iMarburg culture must 
therefore^ hai'e produced two varieties of poison at the same time. 
Xiitiirallv by inixiiig the two }>oisons one can obtain new poisons 
wtiieh, while tliey manifest the same action on mice, will have any 
df*Mm! relative toxicity for rabbits; this, of course, within certain 
limits. If one were to take the time and trouble to examine a large 
miiniMT of nati\e |x>isons from different laboratories, corresponding 
differences l>ctween them would probably be encountered. 

if we recollect that various specimens of the chemically simple 
poisons iiiaoifest the same relative toxicity on different animals, 
and then eoiisider the behavior of tetanus toxins as just described, 
we shall conidude that bacterial poisons of different origin, which 
mafiifest a \ ariation in their relative toxicity, are not of simple con- 
fitilutioii, but are made up of several different constituents. It 
shows very little knowledge of the subject therefore when Gruber 
says: v. Behring show’s that two toxin solutions, which in a given 

unit of volume contain equal f Ms., i.e., w’hose unit of volume kills 
a like* number of grammes of mouse in four days, may have an entirely 
different content of f rabbit, f pigeon, f goat, and f horse. This 
at once dis|X)ses of Ehrlich’s conclusions.” It is just such phenomena 
which argue in favor of the plurality of poisons; they do not speak 
igairist It. 

Grute bases another of his objections on the interesting obser- 
vations made by Madsen and Breyer on toxons (Zeitsch. f. Hygiene, 
Vol. 37 , page 251). In his dictatorial manner he says that ‘‘ these 
cilwr vat ions demonstrate conclusively that Ehrlich’s method of 
inalvzing toxins is ali^lutely useless*. Only a person ignorant of 
rlMuiiistry could maintain that the different r^ults in guinea-pigs 
iiiil in Ttbbits are sufficiently explained by the different suscepti„ 
hilitv^ of the animals to the toxins.” 

To begin, GruW’s premia is absolutely misleading, when, he 
mm: 

But if tte is neutralized it will be without effect even 
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on the most susceptible animals. Let us imagine, for example, a 
mixture of sulphuric and acetic acids, neiitralizeci by the gratiiial 
addition of baryta water. Once all the sulphuric acid is iieiitralizc^ti^ 
even the most sensitive reagent to free strong mineral acids will t)e 
unable to detect an 3^ trace of it.” 

Let 11s see Just what Gruber means by this comparison. The 
sulphuric acid corresponds to the toxin; the antitoxin is represerited 
by the alkali. In accordance with the comparison the receptors of 
the cells are representcxi in the animal tody by the alkali of the 
tissues. If now we inject an animal with sulphuric acid previously 
neutralized with ammonia, i.e., a solution of ammonium sulphate, 
it will depend mainly on the affinity of the tissue alkali, whether or 
not the neutral ammonium sulphate will be de«:>m|x>s(xl and sul- 
phuric acid allowed to enter the tissues, ammonia bcung set free. 
If we assume, for instance, that the tissue alkali is comparable to 
a strong base like sodium hydroxid or barium oxid, the ammonia 
introduced in combination with the sulphuric acid will be absolutely 
unable to prevent the poisoning; the weak base will be forced out 
of the salt and replaced by the stronger base. In general we must 
assume that the antitoxin possesses a higher affinity to the toxin 
than do the tissue receptors, for only on this assumption can we 
explain the protective action of the antitoxin. Numerous phenomena, 
however, indicate that the affinity of the tissue receptors can become 
increased. I had reached these conclusions long before the pub- 
lication of my theory, which as many know I formulated' years before 
it was published. The cause of this long delay wm the phenomenon 
of hypersusceptibility, i.e., the peculiar fact that imiriunized ani- 
mals, despite a colossal excess of antitoxin, succumb to the action 
of the poison. The first light on this subject was the study’ of Bonitz, 
in which it was shown that the poison shortly after its union wdth 
the tissue- is but loosely bound. In. the course of a few hours the 
union becomes firmer and firmer so tliat after a certain time, which 
may vary from a few minutes to six hours, according to the dose, 
the poison can no longer be abstracted from the tissues by the anti- 
toxin. This fact seemed to indicate that under the influence of 
the poisoning the affinity of the ti^ue reeeptom* gradually toeoiiic^s 
Increased and that when a certain point is reached a cure by means 
of antitoxin is impo^ible. This, however, furnished, me with an 
explanation of hypersusceptibility and removed the otetacle which 
had kept me from publishing my theory. 
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I should also like to mention that Kretz,^ many years later and 
eiitii*ely indei^endent of me, reached exactly the same conclusions 
' as I had. His veiy interesting study was based on experiments 

with diphtheria-immune horses. Following his usual tactics, Gruber 
will, of o>iirse, draw the conclusion that the increase in the tissues 
affinity, since it agrees with my theory, cannot really occur, and 
^ tie will therefore regard the entire subject as utterly fallacious and 

I iM^t not discussed. The unprejudiced observer, however, need 

J hardly t>e told that it is impossible for chemical groups attached 

I to living protoplasm to maintain their affinity unchanged as though 

I they were made of stone; especially is this true if we consider the 

I varying function of the protoplasm. 

I us take anilin as an example, and determine the combining 

I heat of the NH 2 group for a certain acid. We shall then find that 

I nearly all substitutions of the benzol nucleus, as, for instance, the 

; Introduction of an amido group, a nitro group, a sulfo group, etc., 

I markedly change the affinity either positively or negatively. Thus 

S even the introduction of what is conceivably the most indifferent 
group, the methyl radical causes a distinct and marked diminution 
of the combining heat. Under these circumstances any one who 
I thinks chemically would consider it peculiar if a change in the affinity 

of the cell constituents were to be regarded as something absolutely 
J inconceivable and beyond the pale of discussion. 

Since Gruber has given only that part of Madsen* and Dreyer’s 
: ex^riments which fits into his polemic, it will be necessary for me 

to supplement this with some additional data from their study. 
Tb^ authors employed a diphtheria poison of which the fatal 
i d{^ for a guinea-pig of 250 grammes was 0.009, and for rabbits 

i laW-iaO) grammes, 0.0076. Calculated per kilo this shows 

the rabbits were about six times as susceptible as guinea-pigs. 
The d(M5, i.e,, that amount of poison, which is just completely 
* iieiitr^i»d by one immune unit, was 0.6 cc. for guinea-pigs. Right 

I miBt emphasize that the Lq dose, as I conceive it, refers exclu- 
sively gu!nea-pi^, sinw according to my experiences this is the 
only animal in which, thanks to the peculiar susceptibility, the con- 
stants of the poima can accurately be determined. In the serum 
mixture Uo all the constituents of the poison, toxin, and toxon are 
aom^etely neutraliied, ^ that not only the single amount hut also 


* t Heilk., Vol 23. 1902. 
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high multiples of this can be injected into guinea-pigs witbout causing 
a trace of local or general reaction. If the same amount of {X)ia!>n, 

167 " 

0.6 ce., was mi.xied with 1. E. instead of %vith one L E. it was 


found that the toxin fraction had practically been completely neu- 
tralized, leaving only the toxons, characterized by the develop- 
ment of paralyses. Just in this poison Madsen and Dreyer ha\‘e 
shown that the difference between toxin and to .von is qualitative 
and not quantitative. They found that mixtures of poison and 
antitoxin, wdich were near the limit of to.vin neutralization, simved 
only toxon action when given in small doses, whereas when the mix- 
ture was increased tenfold, death occurred from toxin 

Ifj hewever^ the quantity of antitoxin tms also slightly increased ^ 
even the tenfold multiple shoiced only toxon action. From these data 
we see that the poison consisted of about 167 units toxin-toxoid 
md 33 units toxon. 

This same pK)ison was subjected to a thorough investigation on 
rabbits by Dreyer and Madsen and gave the following results: if 
0.6 ec. poison are mixed with one I. E., it will be found that this 
mixture, which represents the dose for guinea-pigs, is still highly 
toxic for rabbits. In order to render this amount of poison com- 
pletely innocuous for rabbits it is necessary to add more antitoxin; 


as a matter 


of fact it requires 


240 

m 


LE. 


Their statements concern- 


ing the behavior of mixture betw^n these two limits are very 


210 

interesting. A mixture of G.6 cc. poison -4 L E. given to a mbbit 


giv^ rise to paralytic phenomena appearing on the hlt^nth day 
and ending fatally on the twenty-second day. Even a mixture of 


the same dose 


of poison with 


232 

200 


I. E. produce! paralysis com- 


mmmig on the sixteenth day and continuing for ^veral ireeks. 
In view of the importance of th^' facts for the (inception of a plu- 
rality of poisons, I cannot pass on writhout discussing them more 
fully. AC'Cording to our definition of the dose, such over-neu- 


^ The explanation of this is that the toxon determination by means of 1 1. E. 
naturally cannot, be an ab^lutely exact one, smal rwidual amounts of toxin, 
eg., 1/16 lethal dose, xmdily Wng overlc»l:«l. If, howeTer, an appropriate 
multiple, say ten tim^ this mixture, foe minted, this will contain ten 
1/10 fatal dwe. 
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like the aiixture possess a considerable 

exiesB of antitoxin, are absolutely innocuous for guinea-pigs and 
tain le inject al in any desired quantity. In fact, owing to the excess 
of antitoxin, such mixtures furnish the animal with passive immunity 
am! protect it, |>rovided suitable amounts have been injected, against 
diphlhmii poison and diphtheria bacilli. If such mixtures, how^- 
tner, are still toxic for rabbits, only one possibility remains, namely, 
tliat the di|>htheria |X)ison in. question contains a substance which 
isnoietoxie for guinea-pigs, but still to.xic for rabbits. This is my 
toxoiioidJ 

So far as the behavior of partially neutralized mixtures is con- 
ecTfied, the investigations of the two authors show that mixtures 
which exert only toxon effects on guinea-pigs cause death and symp- 
toms of diphtheria poisoning in rabbits. In my opinion the phe- 
liomenon described can best be explained by the assumption that 
at least three varieties of poison are to be distinguished, possessing 
different affinities and different actions. Such an assumption, I 
bclKne^, will best harmonize the actual facts. These poisons are: 

i. Toxin, possessing the greatest affinity, kills rabbits and guinea- 
pigs acutely, but is much more toxic for the former. 

2. Toxon, killing rabbits acutely and guinea-pigs with paralytic 
symptoms. 

:L Toxonoids, producing paralyses in rabbits but innocuous for' 

guinea-pigs. 

That all these poisons act more powerfully on rabbits than on 
guinea-pigs is explained by the absolute higher susceptibility of 
these animals. Bo far as the behavior of the toxonoids is concerned, 
in which enormous differences in rabbits and guinea-pigs are mani- 
fested, such behavior finds numerous analogic in toxicology, espe- 
cially in the study of toxins. Thus heroin, an acetyl derivative 

^ Almost at the of aiy investigations and long prior to Madsen and 

Drejer I obtained results entirely similar to th^e. My unpublished but very 
extensive studio showed that this property is not possessed by ail diphtheria 
iwiwiis, for I also encountered pomns in which the dose was exactly the 
mme m painea-pi^ and rabbits. Thus fact csontroverts the assumption that 
perhaps the described phenomenon is due to an incomplete neutralization, 
Hiieh a« Airl^niiis and Mad«n have demonstrated in the union of boric acid 
md Miaioiik, and in that of tetanolysin and antilysin. If this were the case 
mw mmM, Ixptcl tl» phenomenon to be present in all diphtheria poisons' to 
tlie Mii» esteat, and this is not the ca^. 
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of morphine, is far less toxic for rabbits than is niorpliine: for as.-e:s 
on the other hand it is far more toxic* than the latter siibstaiiee. In 
the ease of toxins v. Behring long ago showed that for different 
species of animals certain toxins are very different iy affeetei by 
trieliloriodine. As 1 suggested in my address at tin:* International 
Medical Congress in Paris we are evidently dealing here with inecmi- 
plete toxoidSy i.e., with toxoids whose toxopliore eoriiplex is not 
yet completely destroyed. Portions of this complex still left to 
the poison possess a high toxicity for one species of ariimai and little 
or no toxicity for another. The toxophore groups of the tc^taiius 
l>oisons meatiomed above (Ti 2 zoni and v. I'3e!iriiig) afford a suffieierit 
analogy. 

A consideration of these facts will slicnv that Griiter’s statement, 
that the facts observed by Madsen and Brewer retliiee iiiy theory 
to an absurdity, is absolutely incorrect. On the eontTary, I may 
say that the facts brought out by these authors are most readily 

explained on the basis of my theory. 


I shall now take up Gruber’s recent experiments. These were 
first published in the Wiener klin. Wochenschrift ^ in a form strongly ^ 
suggestive of the comic supplement of a oew^spaper. " 

The discussion tak^ the form of a letter purporting to te written 
by a certain Phantasus/’ and is really very cleverly a>Bmved. 
Only I would protest against publications of tlik sort ap^aring in ! 
the columns of a scientific journal. 

Two series of experimeniB mme into question. The first 
is so curious that 1 have not felt any d^ire to repeat the experi- 
ments. These deal (a) with the property of sulphurie acid to act 
as a poison on cane sugar, and (b) with the antitoxic action which 
water exerts on this property. Any one with even the faint^t knowl- 
edge of chemical proee^s^ knows that the sulphuric acid m such 
is not deprived of this poisonous action by water; this is effected 
only by an alkdii which, by forming a salt, neutraliies the acid. I 
am able to furnish an additional cMe which shows the detoxitizing ’’ 
effect of water. A highly eoncentratwi sulphuric acid, mntMning 
considerable anhydride, acts- destructively on iron. If HjO is adci«i 
until the solution contains the monohydrate it will !» found that 
the addition of the water has reduced this capacity to attack Iron 


^ Wiener klin. AVecheosehr., 27, 
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to pmetieallT zero. In this case then, just as Gruber states, the 
m'ster has acted as an antitoxin. On the addition of more water 
to the mixture, however, the iron is again attacked. In fact the 
more water now added the stronger becomes this action. We thus 
obtain the curious result that in small doses rrater acts as antitoxin, 
while in large doses it increases the action of the poison, surely an 
interesting problem for Dr. Phantasus! 

This is merely one of the special instances of the fact thus far 
iiTiexplained, that the different hydrates of sulphuric acid, or their 
mixtures, manifest a most extraordinary variation of properties* 
i may refer the reader to the minute and fundamental study of 
•Knietsch,^ in which the variations of the properties of sulphuric 
add at different concentrations have been represented in the form 
of a curve for many of these properties, thus specific heat, electric 
resistance, boiling point, vapor tension, viscosity, capillarity, action 
on iron, etc. A glance at this chart gives one the impression of 
chaos, and at once shows that on these complicated problems only 
deep studies can lead to any results, and that the ten-noinute experi- 
ments made by Fhantasus-Gruber-Pirquet are absolutely worthless. 
This is especially true in Gruber’s case, which deals with an obscure 
reaction in which oxidation, abstraction of water, cleavage and sul* 
phurkation take part. Hence I deny that crude experiments of 
this kind can be used to gain an insight into such an entirely different 
subject, or that the conditions there observed can even he com- 
pared to the nainutely differentiated processes of toxin-antitoxin 
combination. 

We shall next take up Gruber’s experiments which deal with 
the haemolytic action of water, since to persons at a distance these 
might give the impression that they really have something in com- 
mon with studio in hsemolytie toxins. The experiments- are sup- 
posed to show that water is composed of an infinite number of differ- 
ent pol»ns. Let us listen to Gruber for a moment: 

Pure water exercise a very great osmotic pressure on red 
blood-cells, leading to their swelling and to the escape of haemoglobin. 
Hence water is a toxin for the erythrocytes, salt is an antitoxin. 
When suce€«ive amounts of salt are added to the water this toxicity 
U grMually Ic^t, for the affinity of the water, and with it the osmotic 
pr«urt, is thus gradually decreased.” 


* BerieM d. d©ut«li. ch^. G^llschaft, lOOl, page 4069 . 
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We see therelore that Gniber-Pirquet assume that pure "^'ster 
possesses a high osmotic pressure and that salt diniioishes this. The 
very foundation of the doctrine of osmotic tension, however, is the 
fact that water as such possesses NO osmotic pr^ure, and that 
such pressure is produced by salts dissolved in the water, I can- 
not refrain from pointing out this w^oful ignorance of the most ele- 
mentary principles on the part of authors who do not hesitate to 
accuse me of ‘^complete lack of insight into chemistry/'’ although 
for years I have endeavored, and not unsuccessfully, to apply the 
great discoveries in chemistry to medicine. 

The solution of erythrocytes by means of water is one of the 
best studied subjects in medicine. It is generally recognized that 
the water as such is no poison w’hatever, hut that its action is due 
to the fact that water abstracts the salts and other soluble substances 
from all living cells, including, of course, the red blcx>d -cells. These 
substances are abstracted in such considerable amounts that this 
alone suffices to bring about the death of the cell. The swelling 
of the red blood-cells is due to the penetration of w’ater and this 
again depends on the permeability of the limiting membrane on 
the one hand and the pKiwer of the water to abstract w'ater on the 
other. 

With the same right that Gruber regards water as a poi^n one 
could call nitrogen a poison and oxygen as the counter poison for 
the nitrogen, for animals die in pure nitrogen, but live if Di:3^geii is 
added. .At any rate nitrogen poison can be rewmmendol to Dr. ^ 
Phantasus for extended study. Perhaps sonoe day he will dso work * 
out its spectrum for us. 

Despite the fact that the premises from which their expeiiment 
proceeds are based on a complete misconception of the idm of poison, 

I have repeated the experiments of Gruber and Firquet. Ihe Faults 
show that their statements concerning the experiment are entirely 
ioaorrect. I first determined the concentration of salt and of sugar, 
in which the ox Mood-cells remained completely intaet; for NaCi 
this was found to be 0.63%, for c^ane sugar 6.4%. By diluting 
with water, various d^rees of this isotonicity ,(1/10, 2/10, etc.) 
were produced- Each tube’ contained altogether 2 ec. of iuid and 
one drop of defibrinated ox blood. The result is shown in the foim 
of a “ spectrum,/^ which may be compared to that obtainecl by 
Gruber in his experiments. 

This comparison shows us that Grabef s experiments are ateo- 
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liitflv iiK'orrPCt, and that they contradict all that is thus far known 
.onr.Tiung ,-oiuiion of the red blood-cells. Gruber states that in 
a ! 10 iriiiuiiic solution, one containing about O.OT^o NaCl, about 
uin-iifth of the bkiod-cells remain undissolved. All other authors, 
huat'ver. have found that even in a solution of 0.3% NaCl, the 
of ail warm-blooded animals are still completely dis- 
.-.hod. so that the solution appears uniformly laky, and microscopical 
r\a!ni!iation shows not even a trace of red-blood corpuscles. In 
( .rulM'r's s[>eetrum, however, we find that with this percentage more 
tl.aii half of the blood-cells remain undissolved. This indicates 
that in Gruber's experiments the grossest sort of errors abound. 


With Salt 

! of 

HAiiitJiy*-* m Peram 


With Sugar 

Decrease of 
Hamolyse in Percent 




Wm. 1. — ** Poison spectrum of water according to Gruber. 


Whsfe eta we deduce from th^e spectra? The fact that a cer- 
tain aaiomt of NaCl cm be added to the poisonous ” water with- 
out inliibitiog iMemolysis^ would lead authors holding Gruber’s views 
to ronclude that this ** pK>l^nous water contains a pro to toxoid 
whose neutralimtion has bo ^ect whatever on the toxic action. 
A single ^anee at the detailed literature on this subject should, how- 
ever, liave 0>nviBC^ the^ authors that their curve, as such, 

I aothlng whatever to do with toxic actions, but is merely the expr^ 
e€- tlto specific differaoc?^ in the red blood-c^s. It is well known 


-i 
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that the blood represents a mixture of cells of various ages, and it 
is not at ail surprising, therefore, that thes^e should behave differeiitiy 
toward different injurious influences. We are here dealing ivith a 
property of the erythrocyte’s protoplasm, which protoplasm vvili 
a different degree of vulnerability according to its age. Are Gruber- 
Pirquet entirely unaware that an important and much-employed 
procedure for determining the resistance of the blood rests on just 

With Salt W ith Sugar 


Decrease I>ecreas© 



Isatonicity Isotonicitj 

Fio. 2.“‘‘ Poisoa spec tram of water according to Ehrfieli. 

this principle? Every text-book on itsematology teach^ that we 
distinguish blood-cells of maximum, minimum, and interm^ate 
r^istance, and that the extent of r^istmice is merely the difference 
between the maximum and minimum. 

Instead of this^ however, Gruber feels compelled to draw from 
Ms curv^ conclusions having such far-reaching consequene^ as, 
for example, that water is full of poi^ns, of haptophore and toxo- | 
phore poups, etc. But if he believes that this proves the folly of * 
my conception of toxin neutralization, so much the wome for Mm 
and Ms authority Phantasus. 
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If one Minducts experiments that have nothing to do with the 
pr.>l>lem under dbeussion, further, if the method of these experi- 
ments 1 .-^ grossly at fault, and it. finally, the results thus obtained 
are given an utterly false interpretation, it is not surprising that 
the nwst fantastic results are obtained. 

Mnallv (irulier describes one more experiment which he illus- 
trates by 'means of a curve. According to him this too demonstrates 
t hat my t hwry is untenable. The experiment shows that the haemol- 
\ .!s ,.f ox likxxl, by means of a certain quantity of specific haemolytic 
M'runi within half' an hour, is de^iendeat on the dilution. I need 
hardly remind my readers that 1 have always laid stress on the chemi- 
cal nature of the toxin and antitoxin combination. I can assure 
them that the factor of the degree of concentration has ever been 
sufficiently regardeci. If Gruber will refer to my first study on this 
subject, “ Die Werthbemessung des Diphtherieheilserums,” he will 
find the statement: “ that the union of poison and antibody pro- 
ceeds mueh more rapidly in concentrated than in dilute solutions,’' 
and further also “ that heat hastens the union and cold retards 
the 

The behavior which Gruber describes is all the less surprising 
since he is dealing with a complex process depending on the action 
of the amlmeeptor-complement combination. How readily this 
combination is dissociated has repeatedly been pointed out by us. 
Perhaps Gnxher thinks that this experiment is new to me; every 
one versed in the subject, however, knows that we are here deal- 
ing with the most commonplace phenomena, with which every beginner 

well acquainted. 1 should like to point out, however, that this 
phenomenon, namely, that dilution with water inhibits the action 
of haemolysins, is not at all constant. On the contrary it is limited 
to tlMBe in which the affinity between amboceptor and cell, 
or between amboceptor and complement is relatively slight. If 
one employs pol^ns in which the affinity between receptor and 
€^ll is great it will be found that within the limits mentioned the 
addition of wa^ is practically without effect. Thus, in working 
with cobra venom, I found that a given quantity of this poison 
et fried ext^ly the same effect whether the volume of water used 
was I or 15. 

It would lead i® km far to ent^ mto all the distortions and mis- 
contained in Gruter's polemic. To do this, would require 
sifiwt a eomi^ete reprint of dl mj article, as wdl as of many others 
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emanating from the Institute — with all of which Grul>er seems quite 
unfamiliar. 1 shall eon tent myself therefore with a brief ciisciissioa 
of Gruber’s conclusions. Gruber states: 

1. ‘‘There is no warrant for assuming that the bacterial toxic 
solutions contain a number of poisons possessing qualitatively simi- 
lar actions but differing in intensit^^ and in their affinity to the anti- 
toxin.’' 

In the preceding pages I have conclusively shown that his view 
cannot be harmonized with the actual facts. But even a priori 
there is no reason to assume that bacterial cells always produce 
only a single poisonous metabolic product. Thus, to mention only 
a few examples, we know that cinchona bark contains about twenty 
different alkaloids, opium about the same number; Flexner and 
Noguchi's researches show that snake venom contains at least four 
different poisons (hsemotoxin, leucotoxin, neuroto.xin, endothelio- 
toxin), and the yeast cell, we know, contains a number of different 
ferments. Furthermore, 1 may again call attention to the fact that 
the secretion of tetanus bacilli contains four distinct poisons, namely, 
two varieties of tetanospasnoin, my tetanolysin, and the poison 
which, according to Tizzoni, causes the cachexia. So far as diphtheria 
poison is concerned the reader is referred to my previous statements. 
My assumption of the existence of at least two poisons, toxins, and 
toxons, is borne out by the clincaJ observation that in certain epi- 
demics there is a large percentage of paralyses.^ 

2. ‘‘ There is no reason for assuiruEg that the mode of action of 
the toxins is absolutely unlike that of other organic poi^ns." 

Nevertheless, the fact remains that the principal characteristic 
of the toxins, namely, the production of antibodies, does differentiate 
them from all other poisons, Gruber to the contrary notwithstand- 
ing. Two years ago Gruber could have found an ally^ in Pohl, who 


^ In itnirriAl experiments as a rule, the toxons do not manifest themselves 
until the toxins (whieh a grater affinity) have b«n neutmii»d by 

the antitoxin. Dreyex and Mad^n, however, have described a diphtheria 
poison (Festskrift, Kopenhagen, 1902), in which the toxons «>uld be demoii- 
strated even by the injection of suhlethal d<^^, the injections being followed 
by paralytic phenomena. In view of the constants of this poison, « they were 
determined by I>reyer and Mad»n, this behavior is not at all snrpriang, for 
while old diphtheria bouillons ordinarily contain atwut toxon equivatemts 
to 167 toxin equivalents, this poison (X)titained about 50D toxon equivalents 
for that amount of toxin. 
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kill apparently siireeecled in immunizing against solanin. Since 
tlifiK however, the researches of Bashford ^ and of Besredka ^ have 
>ho\vi] that it is impossible to produce antibodies against either 
solaiiin or sa|>onin. Pohl himself no longer maintains the existence 
of a antisoianin. Of the various poisons, which seemed 

to promise the best for successful immunization, morphine should 
he mentioned first. Recently Hirschlaff claimed actually to have 
iwe liieed an aiitiniorphine serum. ■Morgenroth,*^ however, was able 
to <!iuu that the r^^ults obtained by’ Hirschlaff were merely apparent, 
ihu real, and that they depended on the fact that the doses of poi- 
son (uii[>loved bv Hirschlaff were not surely fatal, especially owing 
to the increased resistance of the animal following the serum 
injection. Hence the statement still holds true that all poisons 
eheniieally well defined do not possess the property of producing 
antitoxins. 

So far as other differences between ordinary poisons and toxins 
are concerned, I may refer particularly to my detailed articles in 
von Leydens L'estschrift ^ and to the excellent monograph by Over- 
ton.® From these it will be seen that the action of the chemically 
defined |>oisons, alkaloids, glucosides, etc., on parenchyma is the 
result of a solid solution or of a loose salt formation. In accordance 
with the loose character of the combination, the action of these 
|:x>isons is a transitory one. The firm union and prolonged action 
peculiar to the toxins is entirely absent. Besides this the period 
of incubation is wanting in most ordinary poisons, although there 
are a few exceptions like arsenic, phosphorus, tartrate of tin and 
^ium, and vinylamin. In the toxins, on the other hand, a period 
of incubation is the rule. 

Entirely in accordance with the views of Emil Fischer concern- 
ing ferments, 1 have ascribed the specific combining processes of 
toxins to certain stereochemical groups of atoms (haptophore groups). 
Th^ unite only with such other atomic groups which fit to them 
m do« a key to a lock. The ordinary chemical groups of organic 
chemistry pK>ssess affinities for a large number of other groups. Thus 


* Archive Internationale de Pharmacodynamics, Vols. 8 and 9. 
®S@o Metcbnikcff. LTmmunit^, Paris, 1901. 

® Berlicier klin. Wochenschrift 1902. 

mx No. 21. 

® Von L^ydess Pwfcselirift. August Hirschwald, Berlin, 1902. 
•^iidien nt»r die Narkose, Jena 1901. 
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the aldehyde group can unite with amido groups, hydrazin 
methylen groups, etc. In this group therefore the coiiibiiTiDg pnip- 
erty is not specifically limited, but extends to a large miiii!>er of 
combinations. On the other hand the one characteristic of toxins 
and ferments is just this spedjic eorobining pro|>erty. 

3. “The transformation of toxins into non -poisonous fooibi na- 
tions (toxoids), possessing the same affinity for the antitoxin is |:»s- 
sible, but has not been definitely proven.” 

I haxe already clearly^ showm that the doctrine of toxoids, now 
generally accepted, is one of the best-established foundations in the 
entire subject of immunity. However, with erities lihe 
who blindly condemn the views of others, one ought to l>e satisfied 
if they recognize at least a possibility. 

4. “ Toxin and antitoxin have feeble chemical affinities aod 
therefore unite with one another to form dissociable^ combiiiatiruis or 
perhaps molecular combinations in varying pro|>ortions. These con- 
ditions explain the long incubation of the poisonous action and other 
marked phenomena.'’ 

To be sure the affinity between toxin and antitoxin may in some 
instances be a feeble one, but this is by no means al'ways the ease. 
The affinity between tetanus toxin and antitoxin is slight, and so 
is that between complement and amboceptor. On the other hand, 
however, there are poisons, such as diphtheria toxin and snake venom, 
in which the reaction proceeds under strong affinities, so that the 
process of neutralization takes the course of a straight line and not 
of a curve. 

Gruber’s statements might also give one the irapres^^ion that 
he is the first to introduce dissociation as an explanation of some 
of the phenomena in immunity. I have always empha^^ized the 
fact that amboceptor and complement are loosely tound, iiniting 
at high temperatures, but dissociating at low temperatures^ But 
this is all wrong according to Gruber,^ for a year and a half ago he 


^ I shall cite a passage froin. Ehrlich and Matj^nreth^s First Comniiini- 
cation Concerning Hiemolysins (see page 7 of this voliinoe), a passage which 
Weehsberg has already called to Gruber's attention (Wiener Win. Woehenselir, 
1901, No. 51). Tbis experiment clearly shows that under the conditioiis 
present complement and immune body exist in the serum- independently of 
one another further also, “ under cjertain circtinristsiiees the immune body 
enters into a loose chemical nnion with the complement, one which is easily 
dissociated.’'' In view of this I cannot understand why Gruber still maii> 
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lakl down the dictum, “ There is no dissociation by means of cold/’ 
It seems not to have mattered to him that his stateaient is opposed 
to even the most elementary principles of chemistry. 

As a matter of fact we have always paid due attention to disso- 
ciation and to the reversibility of the reactions. I should like to 
call Clriiber's attention to the fact that the sentence: “In the union 
of the amboeeptoTs we are dealing with a reversible process ” occurs 
in one of Morgenroth^s studies - from this Institute. Further than 
this such questions do not affect the Side-chain Theory, as such. The 
whole discussion is evidently designed to hide the fact that Gruber’s 
position is really based on my theory. 

So far as the mode of action of the toxins, is concerned, 
Grul>er’s standpoint and mine are essentially the same. Thus 
Gruber states that: “All poisons must be 'anchored' by the 
cells and the anchoring group of atoms is probably always different 
from that group which gives the substance its toxicity/' I spent 
many years in establishing this view and it is now everywhere accepted 
as axiomatic. I defy Gruber to show me the text-books of toxi- 
cology in which, previous to rny work, this conception appears, a 
conception which dominates the laws of the distribution and action 
of poisons. If he should again refer to S. TrankeUs book^ I can 
only remark that while the account of my view’s is very admirable, 
it is nothing more than a r6sumd of the points which I had previously 
developed. Perhaps I can even aid Gruber's memory and let him 
speak for himself. A year before his declaration of war he spoke 
of “ the brilliant hypothesis of that genius Paul Ehrlich, the greatest 
of living pathologists." In a little work ^ published at that time, 
and quite enthusiastic over my theory he states: “ According to 
Ehrlich only such substances are poisons which unite chemically 
with some constituent of the organism." And yet this same Gruber 
to-day says: “ These are merely new words for. what has long been 
known." ’ 

I should not like to deprive the reader of hearing still another 

— ... - — i ' ■ — ^ — — — — .. — i_ 

Itins thmt my view of the production of antieornplements, according to which 
ftffiboeeptor and implement are firmly united, is absolutely incomprehensible. 

^ Miinch. med. Wochenschr. 19G1, No. 48. 

* Ibid., im, 

* IMe A»i«mitt^aynthe^, Berlin, 1901. 

* Gftilwr, Heuere Fonschungen uher erworbene Immunitat Yienna 
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authority often cited by Gruber, namely von Behring, »<liortly after 
my theory was formulated this author expresseii himself as follows:^ 
'' It seemed about hopeless to attempt to i^enetrate mysteries, 
when recently Prof. Ehrlich published a theory which is dcstinai 
to illuminate even this subject.’' 

But even now Gruber does not doubt the toxins are very 

complex bodies and that the toxic action is eonneeteii with eertain 
atomic groups; that possibly it is necessary for certain atomic groups 
to be present so that the ix)ison molecule can be anchored and the 
toxicity manifest itself.” 

One will at once ask rvhy then Gruber attacks my theory if he 
is satisfied with its fundamental principle, namely, the assumption 
of an independent haptophore and toxophore group in the poison 
molecule? That I cannot answ’er. To be sure further along one 
encounters the warning, But one must not too highly personify 
these different atomic groups, and think of this entire poisoning 
as a drama with four long intermissions between the acts.” I cannot 
see what is to he gained by such idle talk. 

As a matter of fact the majority of infectious diseases as well 
as the poisonings do proceed in three pha^, and these have always 
been separated, namely, incubation, the disease itself, recovery. 
Hence to explain these, as we do, through the inde|)endent action 
of toxophore and haptophore grou|B seems the mmt natural thing 
to do. It is strange that Gruber should now speak of the anchoring 
of the poison by the elements susceptible thereto as sometMng p^- 
fectly obvious, for in his first attack he laid special emphmm on 
“ his being the first to furnish the important demonstration that 
the specific immune substance are bound by the bacteria/' How*- 
ever, Gruber's claim cannot be allowed, for all that he demonstrated 
was that the agglutinins are up in the reaction. The signlh- 
cance of a chemical union, however, was first points out by us. 
This union, as Morgenroth’s studies on the behavior- of anchored 
amboceptors show, ne^ in no way be connected with toxic action 
or with a using up of the sutetance. 

Gruber's statement that the long i:^od of inculmtiott is «plaio^ 
by the feeble affinity I must emphatically deny. The studi® of 
Ddniti ^ and of the Heyman sch<K>l ^ show that tl» Inlectal toxins 


* Deutsche med. Woctea^hr. 18^ 

»Ibid., 18 § 7 . 
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disappear from the circulation in a few minutes. It is therefore 
idle to talk of a slow union such as would correspond to weak affini- 
ties. But, says Gruber, “ it is impossible to understand why the 
toxopliore groups, after they hav’e been brought into proximity to 
tlie protoplasm, do not at once commence their activity, but always 
€top to eoiiskler the matter for several hours."' One cannot seriously 
discniss the subject with such a questioner. Gruber might just as well 
a^k that ail chemical reactions proceed rapidly, and deny the possi- 
bility of a slow reaction. 

The slow action of the toxophore group is not at all remarkable, 
especially in the domain of toxins. This is particularly true if we 
remcral>er that with certain poisons (e.g. botulism toxin), one part 
of toxin to 500 million parts of body weight suffices to cause death, 
and that the rapidity of action is dependent to a high degree on 
the amount of the active substance. 

Is Gruber possibly of the opinion that in the paralysis of diph- 
theria, which as is well known usually develops after the lapse of 
wa-^ks, the toxon courses about free for twenty days or more before 
entering the tissues and then suddenly exerts its action? To the 
unpre^judieed critic the importance of the separation of toxin bind- 
ing and toxin action for the proper understanding of the period of 
incubation, is conclusively demonstrated by Morgenroth’s ^ experi- 
ments with tetanus in frogs. Courmont and Doyon, as is w’ell known, 
discovered that the frog is susceptible to tetanus poison only at 
higher temperatures, and not when the animal is kept cold. Mor- 
genroth was able to show that at low temperatures the tetanus poison 
Is l>ound, but exerts no toxic action. Frogs are injected with tetanus 
toxin and then kept on ice for days. If then they are subjected 
to higher temperatures, it wilf be found that they behave exactly 
m if they had just been inoculated. And yet the toxin has been 
bound by the central nervous system even at the low temperature; 
for if after several days at low temperature the animal be" injected 
with an amount of antitoxin, even much more than sufficient to 
neutralize the poison, tetanus will still develop if the frog is subjected 
to a higher temperature. But this is not all. If frogs, after being 
injected with tetanus, are subjected to a high temperature for one 
day, and then placed in the refrigerator, they will not become sick. 
But on bringing the animals back into higher temperatux^ after 


* Areh Intemat. de Pharmacodynam.., VoL 7, 1900. 
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the lapse of weeks or months, it will be found that they m±m alter 
a. shortened period of incubation. Are any furtlier prcM)fs of the 
slow action of the toxophore group required? 

It is not easy to meet all of Gruber’s stateinerits iMMaiiise lie fre- 
quently makes use of misleading tactics. He often rear lies ilit‘ 
same conclusions as 1 myself, and grants that eertaiu of my 
are permissible or probable. In some things, he says, 1 am ctiireii, 
in the main, in others I may be right, but have not strictly proved 
my point. All these statements are but a dever eontriiaiiee to 
give the reader the impression that my theory is but a produci cl 
the imagination when as a matter of fact is it really a hyiMithcs^is 
developed experimentally^. This brings me to Griiber‘’s fifth eon- 
elusion. 

5. ^^The development of antitoxin has no cx>niieetion wliatcTc^r 
with toxic action or cell immunity.” 

It will suffice for me to call attention to the fact that I have always 
insisted on distinguishing between the haptophore and toxophore 
groups in the toxin molecule and also between the anchoring and the 
action of poison. I might add that this absolute independence of 
toxic action and antibody^ production is a prineipde wffiieh 1 formu- 
lated, not Gruber. As far back as 1898^ "Weigert ^ rightly pointed 
out that my demonstration ^ of antitoxin production through non- 
poisonous toxoids was sufficient to demonstrate the independence 
of antitoxin production and toxic action. Furthermore 1 have 
rei>eatedly ix)inted out that the development of antitoxin depends 
on the haptophore group. Over 1§ years ago Paltauf^ called 
Gruber’s attention to the weak points In his objeetlon and one miglit 
therefore have expected that Gruber would not ^ain bring forward 
this old fairy-tale- In the future I sliali not reply to perversions 
of this kind. 

So far as the re^asons are concerned, which Gnil»r gives in sup- 
port of the above statement regarding the development of anti- 
toxin, I may at once say that I can a^nt to them wwd for word- 
Thus the statemeint that: 

(o) Many sutet-ane^ which are entirely innocuous l€«l to 
the formation of antifcNKii^'* is the first €ons«|ueoee oi my view^ 
and experinaental lahom. The fact that 

^ Liibarroh-Ostertag, Ergdbai^ der patholc^seben Anatomie, 1? 

^ des Dipbtherieheilserums, Klio. Jakrbuch. 

® Wieaier klin. Wochenschr. No. 49, 
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{b) Certain animals non-susceptible to certain toxins never* 
tlieless prod nee antibodies needs no further explanation according 
to niv theory. Certain species of animals may possess suitable 
receptors for' binding the toxin and producing antitoxin although 
their cells are insensitive to the action of the toxophore group. Accord- 
ing to Metchiiikoff this seems often to be the case with tetanus toxin 
in^eroeotiiles. As already pointed out years ago by Weigert ^ accord- 
ing to my theory, the production of antitoxin need not at all be 
proceeded by any. injury in a clinical sense. In fact, too strong an 
injury may cause the cell to lose its power of regeneration, owing 
to the toxic action on the vital group [Leistungskern]. For example, 
if a spetnfic nerve poison is anchored by a fitting receptor of an indiffer- 
ent cell (liver) we should expect the production of an antibody by 
the liver, even if the liver-cell does not become tetanized. In my 
address at Hamburgh before the Congress of Naturalists I pointed 
out that the local origin of antitoxin, which Romer deduces from 
his splendid experiments with abrin, will often make it possible to 
transfer part of the antitoxin production from the vital organs to 
the indifferent connective tissue, by means of subcutaneous injec- 
tion of |x>ison. 

Gruber's next statement is: 

(c) “ Despite a plentiful production of antibody, the suscep- 
tibility to the poison may remain, or even increase.” 

I have already discussed the principle of hypersensitiveness 
and mentioned the fact that this objection restrained me for a long 
time from publishing my theory. But even these phenomena were 
satisfactorily explained in accordance with, the side-chain theory, 
by the assumption of an increase of affinity and a rupture of the 
toxin -antitoxin combination. To be sure it is possible that our 
explanation touches but part of the subject, and that in reality the 
phenomena are far more complex. But this is no reason for seek- 
ing to overthrow the theory; to do so would be to completely mis- 
apprehend the purpose of a theory. Surely one cannot demand 
that a theory will at once explain all the complex phenomena of 
m difficult a subject as this. A theory ought primarily to possess 
i^ufistlc value, pointing out new paths into a complex subject; it 
si»iild sm(K)th the way. The actual research must be left to the 
sei«tlfie inv^tigator. Science can be advanced only by means 
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of expeirinicntal analysis, and not by high-fiinvii wonis of a mis- 
leading dialectic. 

(d) ‘'Cell immunity can be acquired without the fiimiaiii® of 
antibodies.'’’ 

This statement, too, does not sur|)rise me. AH that tlie side- 
chain theoiy^ aims to do is to explain how the of anti- 

bodies may' be conceived. But I have never yet elaiiiied that tins 
is the only' means by which the organism can defend itself against 
deleterious influences. I would call attention particularly to the 
Sixth Communication on Haemotysins,^ in which Morgeiiroth ami 1 
pointed out that not all substances capable of Ixdng anchortd need 
necessarily excite the production of antibodies. We ha\e always 
emphasized, however, that immunity may be developed clc*spit€ 
this, chiefly through a disappearance of ret^eptors.- In our is4)lys]ii 
experiments we observed that the blood-cells l>ei*ame insusceptible 
and we demonstrated that this was due to a lack of reneptors. The 
interesting fact observed hy Kossel and by Cainus and Gley that 
during the course of immunization with eel blood, the blood-celk 
of rabbits acquire a high resistance against that |)oison, is probably 
most easily explained by assuming that the cells acquire imniuiiity 
in the way above mentioned. 

This^ of course, does not exhaust the possibilities of the origlii 
of immunity not due to antitoxins. Thus under the Iniuence of 
the anchored poison new receptors may be formedi whieh are m irmly 
united to the protoplasm that they are not thrust off. Such receptors 
Morgenroth and I have therefore termed “senile receptors."’ If 
the production of such an exce^ of receptors tak« place In a rather 
indifferent tissue, as- in connective tissue, it will ^dily be seen how 
the receptors can serve to deflect the poison, and produce a imm 
or l^s marked immunity. In that case on comparing a normal 
■animal with am immunized one, the eonditiom would be like 
observed with tetanus poison in normal guinea-pigs and nornml 
rabbits, respectively. The studio of Donitz and Eoux have shown 
that the gihnea-pig pc^^es receptors for tetanus toxin only In 
the bmio, whereas, rabbik, in addition to the receptoiB in the cen- 
tral nervrous system, possess about thirty tmm m many such nwep- 
tors outside this system. 


^ l»g€ 8S.. 

® Selili»betr»ehtina-geii m NothM^'s Hancib^h., Tol-, Till. 
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Anotlier possibilit}^ of cell immuiiity is that the protoplasm of 
cells which are ordinarily susceptible is no longer affected by cer- 
tain poisons. This kind of immunity, which to be sure I consider 
Terv rare, would correspond to mithridatism or acquired tolerance 
in the old sense. A fourth possibility, hnally, is the adaptation of 
the phagocytic apparatus in Metchnikoff's sense. 

It is obvious, of course, that all the sevarious subordinate kinds 
of immunity occur alone as well as in manifold combinations. Thus, 
as already mentioned, immunization with eel blood is followed by 
antitoxin immunity and tissue immunity. In the lower animals, 
however, which as Metchnikoff has shown are but little adapted 
to the production of antitoxin, other defensive contrivances leading 
to cell immunity will predominate From this point of view there- 
fore the condition described hy Gruber, namely, that frogs can be 
immunized against abrin without their showing any antitoxin, offers 
no difficulty. So far as the frog is concerned the only question is 
which kind of cell immunity is present, i.e., whether there is a dis- 
appearance of receptors, or whether there are sessile receptors, etc.^ 
In view of the detailed statements given above I presume I need 
add nothing to the following passage in Gruber’s conclusion: 

fe) ‘^The production of antibodies takes place at entirely different 
localiti^ than does toxic action.^^ 

The discerning reader will at once see that this statement does 
not in the least contradict my views. In fact it is merely another 
way of expressing what is really the nucleus of my theory. The 
generalization, however, is false, that the production of antibody 
necessarily takes place in localities different from those in which 
toxic action occurs. If Gruber therefore believes that this riddles 
my theory it is evident that he understands the principles under- 


^ Gruber cites, as a seriaus objection to my theory, that Madsen observed 
immunity in a rabbit which had been immunized with, diphtheria tojcin, and 
yet was unable to find antitoxin in the blood. 1 will only say that Madsen 
did not find the blood entirely free from antitoxin since he tested the serum 
only to 1/10 I. E. Small quantities of antitoxin could be very well have been 
pr^nt and these, of course, would be of considerable importance for the ques- 
tion as to whether this was a case of entire absence of antitoxin. Besides 
this I may add that in diphtheria poison the ease reported by Madsen must 
be extremely rare. During the course of many years the different Serum 
Institute have immunized thousands of different animals against diphtheria. 
In all this time, however, I have never learned of a case analogous to Madsen’s, 
either from the literature or from private sources. 
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lying my views no better than he did two years ago. At that time 
Paltauf ^ tried in vain to make this elementary consequence of the 
side' chain theory comprehensible to him. 

Gruber’s six.th conclusion is as follows: 

6. “ The specific antibodies are not normal body constituents. 
They are newly formed only after the introduction of foreign sub- 
stances. This new formation has the character of an internal secre- 
tion.-” 

So far as the first point is concerned one cannot help being amazed 
at the lack of literary knowledge which permits an author to make 
such statements. 1 need only refer to the studies of Pfeiffer, Eordet, 
Flexner, Xraus,Bail, Peterssen, etc., or to the comprehensive resume 
by M. Neisser'-^ concerning the antibodies found in normal serum, 
The literature on normal antibodies of various kinds is very large, 
and yet has been entirely ignored by Gruber. Thus amboceptors 
against different bacteria (cholera, typhoid, anthrax), antiambo- 
ceptors, anticomplements, antitoxins, antiierments, etc., have been 
observed. I shall, however, mention merely a few points which 
may be of special interest. 

I . The very frequent occurrence of diphtheria antitoxin in hors^ 
(Meade, Roux, Bolton, Cobbett). in view of the high percentage 
of this occurrence, the attempts to ascribe this antitoxin in normal 
horse serum to a diphtheria running a latent course must be regarded 
as failures. Since this phenomenon has been observed in about 
30% of the horses, it is surely not reasonable to assume that an 
occurrence of diphtheria in horses should so frequently have entirely 
escaped the large number of excellent observers representing animal 
pathology. Such a frequency of the disease should, of course, also 
have manifested itself epidemiologically. The fact that in one single 
instance Cobbett observed a diphtheritic infection in a horse cer- 
tainly does not alter the circumstances. 

II. I must mention the interesting observations made by v. Dun- 
gern ^ that normal rabbit serum contains an antibody against that 
substance in star-fish, eggs which is toxic for sea-urchin spermatozoa. 

I am sure that no one, just to please Gruber, will assume that there 
is any connection between rabbits and star-fish and their eggs 

III. Laveran has found that the blood of healthy human beings 

^ Wienei khn. Wochenschr. 1901, No. 49. 

* Deutsche med. Wochenschr. 1900. 

*Zfeitschr. f. aJlgemeine Physiologic, Vol. 1, 1901. 
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contains a substance -which kills trypanosomes, whereas this is not 
present in the blood of other animals and cannot be produced in so 
large an amount even by immunization. This might be the reason 
why (aside from sleeping sickness of Central Africa) man is so refrac- 
tory toward try^panosome infection. 

But if such a wealth of facts is disregarded in statements con 
eerning “ our certain knov^^ledge," it must be admitted that a scientific 
discussion is entirely out of the question, and had best be avoided 
in the future. 

Furthermore, so far as conceiving the production of antitoxin 
to be a secretion is concerned, I may say that this part of the paper 
is nothing but another way of stating what I have always held. 
Paltauf,^ for instance, pointed this out to Gruber some years ago, 

In passing I may say that an ‘ escape ' of particles of protoplasm 
into the blood really denotes a secretion.’" In an address delivered 
in 1899 (!) I expressed myself in a way that shows that I have 
always considered the production of antitoxin to be a secretory 
process.^ 

“ Or, sll y a lieu de croire que les Antitoxines doivent leur origine 
k une sorte de fonction s^cr^toiie des cellules et ne sont par conse- 
quent nullement toang^res k I'organisme, le rapport sp4cifique qui 
les unit avec Jeurs toxines n’en devient que plus strange.'’ 

This point has been demonstrated especially by the researches 
of Salomonsen and Madsen, and of Roux and Vaillard. 

But just this secretory character of antibody production is abso- 
lutely at variance with the older view that antitoxins are merely 
transformation products of the toxins. This was the view defended 
by Buchner and held to be possible by Gruber even in his last attack. 
It is jUst as impossible to believe that antitoxins arise from toxins 
as it is to believe that lipase is transformed fat, or amylase, trans- 
formed starch. 

Thus we see that the various points brought up by Gruber are 
nothing but reproductions of my views; the little that deviates is 
ineorrect or is based on misconceptions of an inflated knowledge 
of the literature. 

Gruber’s last two conclusions contain so little that is new that 
It lj»dly pays to discuss them. For completeness' sake, however* 

I shall append them. ^ 

^Wemrklin. Wocben^hr. 1901, No 49. 

Tina appeared only as an abstract in La Semaine M^dicale, 1899. 
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7. ^^The power to excite the formation of antibodies is due to 
certain peculiarities in the chemical structure of the substance which 
excites this antibody production. A prerequisite for this produc- 
tion as well as for toxic action is the chemical union of the foreign 
substance with certain particular constituents of the cells.^’ 

This, I may say, is a short, though not particularly good, resuni4 
of the side-chain theory. 

8. ^^The non-poisonous toxin-antitoxin combination also lacks 
the power to excite the production of antitoxin. The entire chemi- 
cal character of this combination is different from that of the uncom- 
bined substances.’’ 

This, too, is one of the fundamental principles of my theory, and 
is most readily explained by the assumption that the antitoxin £ts 
into the same group which effects the union of the toxin with the 
susceptible cells. Furthermore, I really see no reason 'why Gruber 
should make a special point of the fact that the chemical character 
of the toxin-antitoxin combination has changed. That is merely 
a trick of speech which will make but little impression on the scientific 
reader. 

That the antitoxins are nothing but thrust-off receptors capable 
of uniting with the poison — this assumption, together with its 
immediate consequence that the toxin-antitoxin combination must 
be non-poisonous, is the key to my entire theory. We are, in 
fact, dealing with an extremely important law which Weigert 
and I compared to the principle of the lightning-rod and which 
y. Behring briefly expressed as follows : ^ The same substance in 
the living body which, when in the cell^ is the prerequisite of a poison- 
ing, becomes the healing agent when it is present in the blood.’’ 
This law applies not only to the toxins but possesses general applic- 
ability. I may here refer the reader to Ransom’s experiments, which 
show that the cholesterin in the red blood-cells causes haemolysis 
by saponin, while at the same time the cholesterin of the serum 
causes an inhibition of this poisoning. 

Gruber, however, thinks that it has not been proved that the 
haptophore group, which anchors the toxin to the vital constituent 
of the protoplasm, is the same which anchors the toxin to the anti- 
toxin. A year and a half ago he expressed this quite clearly as 
follows A 

Ehrlich may have demonstrated that the toxin is bound to 


^ Wiener khn. Wachenschrift, 1901, No. 50. 




COLLECTED STUDIES LN IMMUNITY. 


the antitoxin "by a combining group which differs from the toxo- 
phore group. But where and how has he shown that the toxin in 
addition to its toxophore group possesses only one haptophore group, 
namely, the one which combines with the antitoxin? How has he 
shown that the sa?ne haptophore group acts in all chemical reac- 
tions of the toxin? On the contrary it can positively be stated that 
the toxin must necessarily he a very complex molecule possessing 
mmiij different haptophore groups. Here, gentlemen, lies the root 
of the evil. All this misconception of the side-chain theory would 
have been impossible but for the mistake in the choice of an article; 
i.e., if Ehrlich instead of speaking of the haptophore group had said 
n haptophore group/' 

So this is my great fault, the choice of an article! I may leave 
it for the reader to decide how weighty this objection is. Never- 
theless let us see wkat Gruber really means. 

Let us assume, for example, that a poison, in addition to the 
toxophore group, possesses two different groups with haptophore 
functions. One of these, group a, corresponds to what my theory 
demands, since it is able to combine with a receptor of the cell. As 
a result of this combination, however, there is to he not an over- 
production of a receptor fitted to a, but the production of a differ- 
ent substance, fitting the second haptophore group, b, of the toxin. 
It will at once be seen that this entire premise of Gruber is 
very artificial and unnatural. One can easily understand that the 
blocking of a given group can cause a new^ development of the same 
group. This corresponds to Weigert's fundamental law of regenera- 
tion. But it is very difficult to comprehend how the blocking of 
one group, a, would always lead to the development of a different 
group, 5. Furthermore, it is incomprehensible why at least part 
of the poison by means of its haptophore group I should not be 
anchored by a combining substance preformed in the cell, a substance 
wMch can therefore act as a receptor. If the toxin really possessed 
two haptophore groups, a and b, it would be possible and probable 
that two different antitoxins would be developed by the cell. But that 
is a question easily decided experimentally, and one which has been 
studio in this Institute for years. Buring all this time we have 
never discovered even the slightest reason for believing that diphi- 
tlMia serum, obtained from different animals and by means of differ- 
mt eultur®, po^^ses any such complex constitution as Gruber's 
would require. 
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We see, therefore, that the first step taken with the aid of Gruber’s 
hypothesis leads us astray. But when we attempt to see how the 
antitoxin could act according to Gruber’s scheme, we find ourselves 
lost in a maze. The antibody secreted by the cell is to combine 
with a collateral group 6, of the toxin, leaving group a, which pri- 
marily effected the anchoring of the poison, intact. How then is 
any antitoxic effect to take place? One might perhaps assume that 
by the occupation of group h, the toxin loses its toxicity through 
some influence exerted on the toxophore group. The poison would 
thus in a certain sense be changed into a toxoid by the occupation 
of group 6. In that case, however, the toxin with group b neutralized, 
should still be able to excite the production of antitoxin, just as toxoids 
do. As a matter of fact, this is not at all the case, for we know that 
toxin neutralized with antitoxin has completely lost both its toxic 
property and its power to produce antitoxin. This fact, which is 
absolutely irreconcilable with a plurality of the haptophore groups, 
is easily explained by my theory by a blocking of the haptophore 
group of the toxin. 

We see, therefore, that Gruber’s assumption leads to consequence 
which are absolutely untenable. It certainly is far from being an 
improvement on my theory. In general, also, the principles of 
scientific investigation demand that we retrict ourselves to the 
simplest explanations possible and only make use of more complex 
ones if it is absolutely necessary. But there is not the least reason 
for Gruber’s assumption of several haptophore groups; on the con- 
trary there are a large number of objections to it. 

By this I do not mean to say that in addition to the haptophore 
and toxophore group the toxin molecule contains no other chemical 
groups, such as amido or aldehyde groups, which are able to com- 
bine with other bodies. I merely contend that these atomic groups 
do not influence the specific immunizing process. 

To take a chemical example, it is possible by diazotizing all kinds 
of amins to transform these into diazo combinations which, corre- 
sponding to the original substance employed, contain other radicals 
capable of reacting, thus COH, CN, OH, NO, etc. The specific prop- 
erty of these substances, that is, the property of forming azo dyes, 
is, however, connected exclusively with the N-N group. The reac- 
tions which the other groups can enter into have nothing to do wth 
this specific reaction. I conceive the constitution of the toxins 
to be similar in character. 
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A few ^’ords, now, concerning the side-chain theory and immunity 
Gruber himself has found that this theory is constantly gaining 
ground, while I am gratified to see it treated in detail in the Lest 
text-books as well as in excellent digests compiled by a large num- 
ber of my colleagues.! In addition to this hundreds of separate 
studies haxe been based on the side-chain theory so that I may well 
believe that it best serves to explain the facts already observed as 
well as to allow new facts to be predicted. Gruber’s appeal,^ there- 
fore, that ^‘Ehrlich’s theory is a great mistake, and is bound soon to 
disappear from the scientific arena,” has had but little success; in 
fact it seems to have had the contrary effect. The large number 
of investigators, who are constantly eagerly working on the prob- 
lems of immunity know what is best for them, and will not be dictated 
to against their own experience and conviction by one who seeks 
to make up his own lack of experimental work in this complex domain, 
by superficial studies of the literature. Gruber, for instance, says 
that his original failure was due perhaps to. the fact that a few 
of his experiments proved not to be quite sufficient.” This is a 
mild expr^ion in view of the fact that every one of Gruber’s experi- 
ments directed against my views has been shown to be fallacious. 
The studio in which his errors were pointed out and demonstrated 
experimentally have all been published in detail.^ The result, as 
usual, was, that after the corrections had been made, Gruber’s attacks 
proved to be additional supports for my theory. Gruber has not 
replied to these articles, despite the long time since their publication. 
Perhaps he thinks the less said the better. 

I have finished. I must almost wonder why this detailed reply 
to an attack whose virulence and unusual tone are almost a con- 
firmation of my views. Eut I have thought it my duty to guide the 
reader through the intricate maze of Gruher^s statements because I 
feel that, owing to the large number of misconceptions and mislead- 
ing arguments which they contain, a field of investigation full of 
promise might become discredited. 


^ I may mmtion those of Aschoff, v. Dungern, Gninbaum, Levaditi, Sachs 
Tavel, Wassennannt, Welch, Bnick. 

^ Wiener klin. Wochensch. 1901, No. 44. 

Berl. klia. Wochensch. 1902, Nos. 9 and 10; Ehrlich und Sachs, 
w»e joumal, 1^2, No. 21; Moi^enroth aad Sachs, same journal, 1902, Nos. 
27 35; Marx, Z^eitsch. f. Hyg., Bd. 40, 1902; Wechsberg, Wiener Min, 

Woelimah. l'^2, Nos. 13 and 28. 



XXXIX. THE RELATIONS EXISTING BETWEEN TOXIN 
AND ANTITOXIN AND THE METHODS OF THEIR 
STUDY.i 

BY 

Prof. Paul Ehrlich and Dr. Hans Sachs. 

The subject of toxins and antitoxins, although representing one 
of the best studied domains of biology, is still the subject of lively 
controversy. The difficulties which beset exact studies are obvious. 
We are dealing with substances which, for the present at least, are 
of unknown chemical constitution and which we are compelled to 
employ in the form presented by the life activities of vegetable or 
animal organisms, i.e., in an impure state and mixed with countless 
other products of the living body. All attempts to isolate these 
bodies and discover their chemical character encounter endless diffi- 
culties, so that, if we consider their great significance in practical medi- 
cine, it almost seems ironical for nature to offer these substances to 
man in such an unstable and variable form. In spite of this, however, 
scientific investigations have been able to obtain a deep insight into 
the nature and mode of action of toxins and antitoxins; and since 
chemical means could not be employed, it remained for the experi- 
mental biologist to undertake these studies. In place ot chemical 
analysis, therefore, we have the biological reaction, which in the case 
of toxins is the characteristic toxic action, in the case of antitoxins 
the property of specifically influencing or inhibiting this action. 

An event of considerable importance was the introduction of the 
quantitative method of study by Ehrlich, a method which opened 
the way for the present development of immunity studies. At the 
same time Ehrlich's introduction of test-tube experiments (haemag- 
glutination, haemolysis), by avoiding the individual fluctuations of 

^ tiber die Beziehungen zwischea Toxin und Antitoxin und die W^e ihrer 
Erforschung, Leipzig, 1905, Gustav Fock. 
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animal experiments, furnished a more exact basis, so that the mathe- 
maticai harmony of toxin -antitoxin experiments in viYO and in vitro 
became very convincing. At the present time, therefore, we may 
regard it as almost axiomatic that toxin and antitoxin act on each 
otLr chemically and without the intervention ot vital forces. 

These quantitative biological studies, however, have not merely 
thrown light on the relations existing between toxin and antitoxin^ 
but have also given us valuable information concerning the constitu- 
tion of the poisons themselves. Almost at the outset it was found 
that the two properties of toxins which could be analyzed, namely, 
poisonous action and the property to hind antitoxin, do not at all 
go hand in hand. In this connection the continuous study of toxin 
solutions which are allowed to stand for some time proved particu- 
larly instructive, for it was found that while the power to bind anti- 
toxin remained constant, the toxicity gradually dminished. This 
study gave us one of the fundamental conceptions underlying the 
modem view of toxins, namely, that toxicity and combining power 
are two distinct and independent properties of the toxin molecule. 
As is well known, this fact is expressed by the side-chain theory by 
assuming that the toxin molecule possesses two specific atomic groups, 
one of which is toxophore, the other haptophore. Destruction or 
loss of the toxophore group gives rise to the non-toxic toxoids which 
are still capable of binding antitoxin. As a result of the high degree 
of lability of the toxophore group, this transformation into toxoid is 
a spontaneous process. And since the production of effective bacterial 
toxin solutions takes a certain time, it is obvious that we can practi- 
cally never obtain a pure toxin consisting entirely of similar molecules. 
Ail our work must be done with toxic solutions which, even if we 
a^ume that the bacteria have produced only a single primary toxin, 
represent a mixture of toxin and toxoid. 

But do the bacilli secrete only a single, homogeneous poison? 
This qu^tion has come more and more to be the subject of an ani- 
mst«i discu^ion. Closely associated with it is the further question 
as to the nature of the reaction which occurs when toxin and anti- 
toxin unite. The study of these problems was made possible by 
Mi imfwDrtant extension of quantitative toxin analysis, namely, 
Ehrlich's method of partial neutralization. This consists essentially 
m mixing a constant amount ot poison with varying amounts of anti- 
toxin and then determining the toxicity of the various mixtures, 
Le. , tte decrease in toxicity brought about by each, successive addi- 
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tion of antitoxin. By means of a graphic representation ot the 
figures thus obtained, we can get a deeper insight into the details 
of the conabining phenomena. Even now, after physical chemistry 
has taken such great interest in the reactions between toxin and 
antitoxin, all the various statements concerning the subject are 
finally based on the method of partial neutralization. 

From the outset Ehrlich felt sure that toxin and antitoxin could 
not be simple substances of strong affinities which combined, for 
instance, like caustic soda and hydrochloric acid. This was evi- 
denced particularly by the phenomenon which has often been termed 
the “inequality'" of serum experiments. Thus if varying amounts 
of toxin are added to a constant amount of antitoxin (an immune 
unit), two distinct limits will be obtained: Lq (= Limit zero) is the 
quantity of toxin in which the mixture is just completely non-toxic, 
i.e., physiologically neutral. Lt ( = Limit death) is the quantity of 
toxin in which the mixture is still just able to exert all its character- 
istic toxin action, i.e., in the case of diphtheria poison to just kill 
the guinea-pig acutely. Now if toxin and antitoxin behaved like 
caustic soda and hydrochloric acid, the difference between L^- and Lq, 
which we shall term D, should correspond to one lethal dose (L D,). 
As a matter of fact, however, D is usually considerably larger, so that 
our first inequality becomes Lt-Lo>L. D. 

Hence only two possibilities exist. Either toxin and antitoxin 
react with one another like a weak base and a weak acid (e.g., am- 
monia and boric acid), in which case the high value of D is the expres- 
sion of an incomplete neutralization, or else the poison solution, 
besides the real toxin, contains a second substance of less affinity. 
This substance, while unable to produce the characteristic toxin 
effects, gives rise to certain mild toxic phenomena. In the case of 
diphtheria poison (owing to the practical importance of diphtheria 
antitoxin, the discussion has usually centered around this poison) 
human pathology had long taught that acute diphtheria infection 
is often followed by a second set of intoxication phenomena, namely, 
the peculiar paralyses which develop after the acute disease has dis- 
appeared. A priori, therefore, the assumption was highly probable 
that the high value of D was due to different components of the poison . 
And when the results of clinical experience and animal experiments 
harmonized so perfectly, the probability became almost a certainty. 
It has been found that the toxicity of mixtures whose toxin content 
lies between Lq and Lt is not quantitatively diminished, but is actually 
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different qualitatively. Guinea-pigs injected with such mixtures 
siekeny after a long period of incubation, with, typical paralyses and 
show' GO local reaction. The hypothetical toxic constituent which 
gives rise to these paralyse sis termed ''toxond^ 

Whj^ then is it impossible to demonstrate the action of the toxon 
ill native diphtheria poison? This is readily explained by the relative 
concentration of toxin and toxon in the toxic bouillon. Quantitative 
aiiah^sis has shown that the toxin is usually much more (about 5 times) 
concentrated than the toxon. Hence the fractional parts of the 
lethal dose which allow the animal to live long enough to manifest 
toxon effects usually contain too little toxon to produce the typical 
paralyses. If, however, a large amount of poison is so far neutralized 
with serum that all the toxin, with the higher affinity, is just bound 
and the toxon is still free, a mixture will be obtained which practically 
represents a pure toxon solution, for the neutral toxin-antitoxin 
molecules play no rble in an animal experiment. It is at once appar- 
ent that, in view of the individual multiplicity of vital phenomena, 
the poisons of all strains of chphtheria bacilli will not contain both 
<x>mponents in the same relative concentration. As a matter of fact, 
we find that the number of lethal doses contained in the difference 
Lf - Lo varies enormously, and so far as the toxon content is con- 
cerned the variations were from 0 to 300% figured on the basis of 
the toxin content. It will be well to enter somewhat more into a 
study of these two extremes, for these striking exceptions to the typical 
conditions aigue strongly in favor of the views here presented. One 
of the poisons in question was studied by Ehrlich, and was remarkable 
in that the difference Lf— Lo represented only 1.7 lethal doses. We 
ma}" therefore assume that the poison was free from tox;on or nearly 
so, for the value of D was actually quite near one lethal dose, the 
figure demanded of a toxon-free poison, provided toxin and anti- 
toxin combine like a strong base with a strong acid. The opposite 
extreme was manifested by a poison described by Dreyer and Madsen. 
The constants of this showed that it contained three times as much 
toxon as toxin. This poison, moreover, gave rise to toxon effects 
wh«i sublethal dose • of the native poison, without serum addition, 
were injected into animals. In view of what we have said above, 
this is r^dily understood, the relative concentration of toxon in 
this was so great that even sublethal doses sufficed to make the 
toxon effete manif^t. In mc^t native poisons this demonstration 
f«lb of the slight relative content of toxon. 
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The existence of tlie toxons which has been deduced mathematic- 
ally from the biological experiments is, howver, no longer based 
merely on these calculations. At the present time their existence 
is a proven fact, for quite recently van Calcar succeeded in separately 
isolating toxin and toxon from the native poison solution by means 
of a ingenious dialyzing procedure. Owing to its smaller molecular 
volume, toxin difuses through a suitable membrane under less ten- 
sion than toxon. In this way one obtains toxon-free toxin on one 
side and toxin-free toxon on the other. 

This direct confirmation of the conclusions drawn from the bio- 
logical analysis of the toxins shows how a mathematical study, pro- 
vided biological facts are carefully regarded, can get at the nature 
of the phenomena in question, despite the failure of chemical methods. 
To be sure the mathematical treatment of biological problems must 
be undertaken very carefully. The phenomena of animate nature 
are so manifold, and subject to so much change, that they cannot 
all be forced into the limits of a formula. It is particularly dangerous 
to build up formulas and laws on the basis of too simple assumptions. 
For them one can easily be deceived by the apparent exactness of 
figures, and arrive at conclusions which do nob sufficiently regard the 
complexity of the actual phenomena. 

Unfortunately these warnings are much needed at the present 
time, for certain high authorities are striving energetically to explain 
the most complex phenomena, like those which occur in the union 
of toxin and antitoxin, as though they were simple and readily cal- 
culated reactions between simple substances. 

In opposition to the plurality of the poison constituents demon- 
strated by Ehrlich, Arrhenius and Madsen, as is well known, uphold 
a Unitarian standpoint. Their deductions are based entirely on 
the method of partial neutralisation introduced into toxin study hy 
Ehrlich and referred to above. Up to this point they differ only in 
the method of representing their results graphically. For this purpose 
they use a system of coordinates, laying off the amounts of antitoxin 
■contained in each mixture on the abscissas. But whereas in Ehrlich’s 
scheme the ordinates represent the amounts of toxin which each 
addition of antitoxin causes to disappear, Arrhenius and Madsen use 
the ordinates to represent the toxicity which each mixture still retains. 
In their work these authors observed that now and then in a num- 
ber of poisons, especially in tetanolysin, the line connecting the points 
plotted possessed a certain similarity to curves obtained when weak 
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bases are neutralized by weak acids (ammonia and boric acid). TMs 
similarity constitutes the basis for their mathematical wrk, vhich 
leads them to conclude that toxin and antitoxin are simple substances 
whose reaction is reversible. This reaction finds its expression in 
the curve just mentioned. Let us examine their conclusions and 
see whether they are justified. 

The two graphic methods referred to are equally correct. Never- 
tbel^ it cannot be denied that the one employed by Ehrlich, the 
K>.called “poison spectrum,” has certain advantages, for it brings 
out more clearly any deviations from the regular curve. Speaking 
mathematically we say that the “poison spectrum” is the graphic 
repr^entation of the differential quotients of Arrhenius and Madsen's 
curve. In this sense, the ordinates of the spectrum represent the 
direction of the neutralization curve, i.e., the trigonometric tangent 
of the angle which the tangent forms at every point with the 
axis of the abscissas. Hence, if the course of the neutralization 
curve is that of a straight line, the direction therefore being the same 
at all points, we must represent the poison spectrum as a rectangle. 
If, as is often the case, the addition of a small amount of antitoxin 
causes no decrease in toxicity (prototoxoids), so that the neutraliza- 
tion curve in this part of its course lies parallel to the axis of the 
abscissas, we must represent the poison spectrum as having a gap 
at this point, for the angle between tangent and axis of abscissas 
is 0°. This brief statement should make it clear that in the poison 
spectrum, by representing the direction of the separate parts of the 
curve as ordinates, deviations from the regular curve-like course 
will be more clearly shown. It may be well to study these conditions 
by means of a diphtheria poison investigated by Madsen See 
Fi^. 1 and 2. 

Th^ figures show that the deviations from the hyperbolic curve 
demanded by Arrhenius and Madsen's views are much more clearly 
shown in the representation employed by Ehrlich. Entirely aside 
from the question whether the sharply defined zon^ of the poison 
spectrum actually exist, or whether a gradual transition must be inter- 
polate, it is certain that the changes should always occur in the same 
way; for they merely repr^ent the differential quotients of the 
neutralization curve, and should therefore, if this curve were hyper- 
bolic, show a successive decrease. The manifestly very irregular 

^ The mU object in ^ploying this poison is to illustrate the two methods 

©I gr^shic reprMfflifettioa. 
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rise and fall of the differential quotients shows at once that a hyper- 
bolic curve is out of the question in the case pictured above. If 
we exaniine the poison spectrum, on the other hand, we find that this 
represents Madsen’s poison entirely in accord with Ehrlich’s views 
concerning the constitution of diphtheria poison. If toxin and anti- 
toxin unite firmly, and the course of the neutralization curve there- 
fore is a straight line, the irregular course is explained by the toxoid 
present in the poison and by the varying affinity of the poison con- 
stituents. The highest zone in the poison spectrum (zone c) indicates 
that at this point equal amounts of antitoxin cause the greatest 



Fig, 1. — Poison spectrum according to Ehrlich. 

decrease in toxicity. Hence this part of the poison must contain 
the least toxoids, or none at aU, and we may therefore speak of this 
as pure toxin. It will serve as a unit for judging the degree of con- 
tamination with toxoid in the remaining portions. We should then 
speak of zone h as the hemitoxin, i.e., for each molecule of toxin 
there is one of toxoid. The sequence of the different zones corre- 
sponds to the different aflSnities of the components. Thus we see 
thait the addition of a small amount of antitoxin (a) does not cause 
any decrease of toxicity whatever. And yet the antitoxin must 
have been bound. We conclude, therefore, that toxoids must here 
be present which possess a higher afl5nity than any other constituent 
of the poison. We are here dealing with the important prototoxoid 
zone which we encounter so frequently in diphtheria poison, ahrin, 
ricin crotin, etc. The hemitoxin zone which follows this is to be 
regarded as a deuterotoxin in its affinity. The constituents of the 
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poison can thus be arranged as proto-, deutero*, , tritotoxin, etc., 

after which finally conies the constituent possessing the weakest 
affinity, namely, the toxon. That this yaried affinity does not arise 
when the toxoids are formed, but differentiates the undecomposed 
constituents of the poison from the outset, is demonstrated by 
the genesis of toxoid formation. Thus if one is in a position to 
study a very pure poison in its various stages of decomposition, it will 
be found that there is a first phase which leads to the formation of 
hemitoxin, and that a later phase changes this into prototoxoid. 
If there were a change in affinity, 
however, we should have, had a 
pure toxoid zone from the start. 

The prototoxoids proved a 
serious obstacle to Arrhenius and 
Madsen in the logical dei^elop- 
ment of their views. According to 
their theory just the first amounts « 
of antitoxin added should de- 
crease the toxicity the most. 

Nevertheless a number of experi- 
ments w^ere published by these 
authors (Madsen, with diphtheria I' 
poison, and Madsen and Wal- 
baum, for ricin) in which the proto- 
toxoids and their development were 
only too apparent. And Arrhenius 
and Madsen seem to appreciate 
that they can no longer explain this 
contradiction by assuming that the 
prototoxoii zone is due to change- 
mente minimes dans le milieu am- 
biant,” or by saying that the proto- 
toxoid zone is “of little interest." In order, therefore, to eliminate 
thTO prototoxoids, so annoying for their formula, they haxe discarded 
the well-tried oriterion for a fatal dose of diphtheria poison (death 
of the guinea-pig in 3 to 4 days), and now attempt to calculate the 
fatal dose in a new way. Their procedure is as follows: Retaining 
the definition of a fatal dose, they believe it possible to calculate the 
fraction or multiple of the fatal dose employed, from the time of 
aaimal g dmth or even from the resulting loss of weight. Such 
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I a procedure, in order to possess any justification whatever, w’ould 

; have to be based on an enormous experience. But even aside from 

i this it is amazing to see how a lot of experimental protocols, going 

back to 1897, are unhesitatingly used for their calculations. The old 
determinations of the lethal dose, in which death produced acutely 
^ in 3 to 4 days was the criterion, are very difficult to make use of 

! owing to the individual variations in the animals. Certainly it re- 

! quires some experience to know which animals should be discarded 

because of over- or undersusceptibility. But how much more com- 
plex the conditions really are is at once apparent if one attempts to 
determine 4 or J of a lethal dose from the clinical course of the disease. 
Hence it is not surprising to find that the lethal doses calculated 
by Arrhenius and Madsen represent the averages of figures which 
I often differ from each other by many times. The tedious work 

j: which these authors have undertaken may perhaps satisfy a mathe- 

matician; to the biologist, however, it can only represent useless 
, and dangerous playing with figures. It signifies nothing, therefore, 

if the figures recently obtained by this method by Arrhenius and 
I Madsen with three poisons fail to show any proto toxoid zone.^ For 

the same reason, also, we cannot regard certain other figures, which 
differ markedly in observation and calculation, as arguments againit 
their views. 

However, we need neither confirmation nor controversion of 
their theory. For it has been found that the assumptions on which 
this theory is based have no existence whatever. We have already 
alluded to the fact that van Calcar has recently demonstrated the 
existence of toxons. But it has also been shown by another method 
that diphtheria poison, as well as most other toxins, must contain 
various constituents capable of binding the antitoxin. This method 
had its inception in the following considerations. 

Arrhenius and Madsen, as already stated, regard the union of toxin 
and antitoxin as a reversible reaction between two simple [einheitlich] 
substances. According to this view, therefore, the reaction is incom- 
plete, i.e., the two substances reacting (toxin and antitoxin) are 
never completely used up, a certain portion of both toxin and anti- 
toxin always remaining free beside the neutral toxin -antitoxin combi- 
®nation. The equilibrium which exists between the three components 

^ We should not neglect to mention that the existence of the proto toxoid 
aone and its development from the hemitoxin phase has also been demonstrated 
in diphtheria poison by so excellent a worker as Theobald Smith. 
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will then be goTemed by the law of mass action formulated by 
Guidberg-Waage, namely, (toxin) .(antitoxin) (toxin-antitoxin), in 
which the brackets denote the concentration, and k the constant of 
equilibrium to be determined for each poison.^ All the calculations 
of Arrhenius and Madsen are based on this formula, and their entire 
work stands or falls with the applicability of the formula to the sub- 
ject of toxins- 

The formula, however, is only then applicable if the reaction 
is really completely reversible, and this is not the case. Thus if mix- 
tures containing the same amounts of toxin and antitoxin are tested 
at the end of the reaction, it is easy to convince one^s self that the 
toxicity is dependent not only on the amounts of toxin and anti- 
toxin, but on the manner of making the mixtures. If to the same 
amount of antitoxin we add at intervals fractional parts of the toxin, 
we shall find that the resulting end product is considerably more toxic 
than if the same amount of toxin is mixed with the antitoxin at once. 
This holds true even if the toxin is added at the time corresponding 
to the addition of the last fraction in the former case. Von Dungern 
was the first to point out the significance of this experiment, in con- 
nection with an observation made by Danysz, for the question of 
reversibility. He showed that if this really was a completely reversible 
reaction between simple substances, as is assumed by Arrhenius and 
Madsen, we should expect that the same equilibrium should always 
ensue with the same total amounts of reacting substances, i.e., the 
toxicity of the end products should always be the same. Any devia- 
tion from this could occur in the fractioning process only during the 
course of the reaction; and then, provided the deviation were a function 
of the reaction-time, this would be just the reverse of what is actually 
observed.2 Hence all those poisons in which this phenomenon of 

^ In their recent publications Arrhenius and Madsen assume that one mole- 
cule toxiri combines with one molecule antitoxin, not to form two molecules 
of the toxin-aiititoxin combination, as the above formula would show, but that 
two diff^nt substances are formed, toxinan and titoxin. To be sure as the 
equation ihm reads, (toxin) (antitoxin) = A; (toxinan) (titoxin), one objection 
to ^ve formula is done away with, but a new hypothesis, lacking all evi- 
dent whatewar, is thus introduced merely for the sake of the formula. 

*11^ phenomenon in question therefore shows exactly the reverse of what 
irfmius and Mad^n’s theory demand. Tor this reason the limit of error 
need not be <»nsidered, although, owing to the enormous quantitative differences, 
it TOtid i&y no r61e in judging the result. Nor can Arrhenius extricate him- 
self from the predicament by suggesting that we are dealing with slowly progress- 
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increasing toxicity on the fractional addition of toxin can be demon., 
strated must at once be excluded from any mathematical analysis 
based on a formula of equilibrium derived from the law of mass action. 
In all of the cases ^ examined for the purpose (diphtheria poison, 
tetanolysin, ricin, staphylolysin, arachnolysin, rennin,and precipitin), 
this method has shown that the conception of Arrhenius and Madsen, 
is entirely inapplicable. 

The phenomena observed, however, are very readily explained 
by the assumption of a plurality of combining groups in the poison 
solution. Thus if to an excess of antitoxin a small quantity of 
poison is added, as is done in the fractioning experiment, the result 
would be that even the constituents possessing a feeble affinity and 
which are of no consequence so far as any toxic action is concerned, 
would be bound by the antitoxin. When then the second portion 
of poison is added, it will be impossible for the toxin molecules, al- 
though possessing a higher affinity, to crowd the previously bound 
•constituents out of their combination with the antitoxin. The result 
is that a certain portion of toxin, which would have been neutralized 
by the antitoxin if all the poison had been mixed with the antitoxin 
at once, now remains free. That is to say, the fractional method of 
adding the poison has resulted in an increased toxicity, the dose 
being reached with a smaller amount of poison. Furthermore it is 
possible, by means of suitable technique, to cause a reduction of the 
Lq dose, from which it follows that the Lq serum mixture contains 
free non-toxic constituents capable of binding antitoxin, and that 
these must possess still less affinity than the toxon. These are the 
so-called '^epitoxonoids^' of von Dungern. The discovery of the 
epitoxonoids also offers an easy explanation of the fact that it is 
possible to immunize with mixtures of toxin and antitoxin which are 
physiologically neutral. 

All this shows that a complete reversibility, even of the individual 


ing side reactions which do not interfere with the main reaction when one works 
rapidly. For, as was pointed out by von Dungem and Sachs, the increased 
toxicity is already demonstrable at a time when the union of toxin and antitoxin 
is not yet ended. The hypothetical ^'side reaction^’ would therefore proceed 
just as quickly as the main neutralizing reaction. 

^ The single exception met with, namely cobra venom, only proves the rule; 
for cobra venom (we are dealing with the haemolytic portion which is activated 
by lecithin) is a simple substance with a strong affinity for the antitoxin, as can 
be seen from the course of the neutralization curve, which is a straight line. 
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poison coEStituents, is out of the question. On the contrary vie must 
assume that the union of these substances with the antitoxin is subse- 
quently tightened. This tightening is also borne out by other observa- 
tions, both old and recent. If the toxin-anti tox±i reaction nere 
reversible, it should be possible, by remoxdng the supposedly free 
toxin residue, to constantly change the equilibrium, so that the toxin 
could all be recovered, hfevertheless, although toxin can be filtered 
through gelatine and antitoxin cannot, it is impossible either by 
gelatine filtration (Martin and Cherry) or by gelatine diffusion (van 
Calcar) to obtain free toxin from neutral toxin-antitoxin mixtures.^- 
In addition to this one cannot help being surprised that the calcula- 
tions of Arrhenius and Madsen entirely ignore the cells’ toxin-binding 
receptors which effect the poisoning. In accordance with their 
views, these receptors should represent an important element in the 
equilibrium; and yet they appear to have entirely overlooked this 
fact. 

It would lead us too far to discuss all the arguments against the 
views of Arrhenius and Madsen. It will suffice to call attention to 
the serious objections which Nemst has raised regarding the prin- 
ciples involved, and to Koppe's criticism of their technique in making 
hscmolytic test-tube experiments. This illustrates the danger of a 
one-sided mathematical study of biological problems. Even if one 
succeeds now and then in making the figures of observations and cal- 
culation tally, it is impossible at the present time for these mathe- 
matical e.vpressions to explain the facts. To be sure they may be 
able to represent the resultants of the processes which bring about 
the phenomena, but in that case the formula is nothing more tha-n 
an interpolation formula. Corresponding to this, therefore, we see 
that the formulas of Arrhenius and Madsen vary widely for the same 
poison, every new lot of poison of the same bacillary origin has a new 
constant of equilibrium. Hence the formula is applicable only to 
one particular ease, and so, even if it were a correct interpolation 
formula, progre^ of biological science would in no way be furthered 
l^"^ it. 


It IS perfectly evident that toxin can be obtained from fresh toxia-antitoxin 
UHXW by dif^u^n through gelatine, and this has recently been demonstrated 
by llaAen and Wa^um. According to Morgenroth such mixtures require 

^ complete. Hence the state- 

^nt ^dsen airf Walbaum that the mixtures must he fresh in order to 
dOTnonstrate what they regard as dissociation only confirms our view. 
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Biology does not content itself with a mere registration of phe- 
nomena; it seeks to discover their nature and their relation to one 
another. In fact the chief mission of biology is to attempt, by link- 
ing facts and theories and hypotheses, to satisfy the craving of the 
thinking naturalist for an insight into causes. 


The following is a summary^ of the literature bearing on this subject. 

1897- P. Ehrlich, Die Werthbemessung des Diptherieheilserums. Klinischea 
Jahrbuch. 

The same, 2ur Kenntniss der Antitoxinwirkung. Fortschritte der 
Medizin. 

1898. The same, Uber die Constitution des Diphtheriegiftes. Deutsche med. 

Wochenschrift. 

1899. Th. Madsen, Uber Tetanolysin. Zeitschr. fur Hygiene, VoL 32. 

1902. S. Arrhenius and Th. Madsen, Physical chemistry applied to toxins 

and antitoxins. Festsknft ved Indvielsen af Statens Serum Institut. 

1903. The same, Anwendung der physikalischen Chemie auf das Studium der 

Toxine und Antitoxine. Ztschr. f. physik. Chemie, VoL 44. 

P. Ehrlich, Uber die Giftcomponenten des Diphtherietoxins. Berl. 
klin. Wochenschr. 

E. VON Dungern, Bindungsverhaltnisse bei der PrEcipitinreaktion. 
Centralblatt f. BacterioL, VoL 34. 

Th. Madsen. La constitution du poison diphthdrique. Centralblatt 
f. BacterioL, Vol. 34. 

1904. S. Arrhenius, Die Anwendung der physikalischen Chemie auf die 

Serumtherapie. Arbeiten a. d. IvaiserL Gesundheitsamte, Vol. 20. 
The same, Zur Theorie der Bindung von Toxin und Antitoxin. 
Berlin, klin. Wochenschr. 

*P. Ehrlich, Bemerkungen zur Mitteilung von Arrhenius: Zur Theorie 
der Absattigung von Toxin und Antitoxin. Berl. klin. Wochenschr. 
E. VON Dungern, Beitrag zur Kenntniss der Bindungsverhaltnisse bei 
der Vereinigung von Diphtheriegift und Antiserum. Deutsch. med. 
Wochenschr. 

S. Arrhenius, Die Anwendung der physikalischen Chemie auf die 
serum therapeutischen Fragen. Boltzmann Festschrift. 

H Sachs, Uber die Constitution des Tetanolysins. Berl. klin. Wo- 
chenschr. 

P. Kyes, Cobragift und Antitoxin. Berliner klin. Wochenschrift. 

Th. Madsen et L. Walbaum, Toxines et Antitoxines. De la ricine et 
de Pantiricine Centralblatt f. BacterioL, Vol. 30- 
W. Nernst, Uber die Anwendbarkeit der Gesetze des chemischen Gleich- 
gewichts auf Gemische von Toxin und Antitoxin. Ztschr. f . Electro- 
chemie, Vol. X, No. 22. 
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J. IIOHGENROTH, U Btersuchungen iiber die Bindung von Diphthexie- 
toxin nnd Antitoxin, sowie iiber die Constitution des Dipbthexie- 
giftes. Berlin. Idin. "Wochensclir. in detail in Zeitschr. f. Hygiene, 
Vol. 48. 

H. Koppe, Zur Anwendung der physiialischen CLemie auf das 
Stiidiurn der Toxine and Antitoxine nnd das Lackfarbenwerden 
rother Blutscheiben. Pfliiger's Archiv, Vol. 103. 

An address entitled “Die Serumtherapie vom physikalisch-chemischen 
Standpunkte/’ by Sv. Arrhenius. Discussion by Ehrlich, Nerast, 
Arrhenius. Zeitschr. f. Electrochemie, Vol. X, No 35. 

E. VON Dungern, Bemerkung zuin Vortrag von Professor S. Arrhenius: 
“Die Serumtheiapie vom physikalisch-chemischen Standpunkte.’’ 
Zeitschr. f. Electrochemie, Yol. X, No. 40. 

Th. Madsen, Toxins and Antitoxins. British Medical Journal. 

R, P. VAN Calcae, Uber die Constitution des Diphtheriegiftes. Berl. 

klin. Wochenschr. 

S. Arrhenius et Th. Madsen, Toxines et Antitoxines. Le Poison 

diphtb4rique. Centralblatt f. Bacteriol., Vols. 36 and 37. 

H. Sachs, Ober die Bedeutung des Danys 25 -Dungernschea Kriterium 
nebst Bemerkungen uber Prototoxoide. Centralblatt f. Bacteriol., 
Vol. 37. 

L. Michaelis, a collection of studies on this question together with a 
critical review. Bioehemisches Centralblatt, Vol. VI, No. 1. 


, THE MECHANISM OF THE ACTION OF 
ANTIAMBOCEPTORS.i 

By Prof. Paul Ehrlich and Dr. H. Sachs. 

to closer investigations into the nature of immunity our 
s regarding the relation between antibody and the sub- 
citing the production of immunity (the antigen, as it is 
ve undergone a certain modification. This consists in a 
ise definition of the concept specificity. In the beginning 
umed that an antibody produced by immimization acted 
3t the substance through which it was developed. Further 
IS, however, soon brought to light cases in w’hich this 
pparently violated. A clear insight into this subject was 
ie possible when the receptor w’as looked upon as the 
3h excited the production of immunity. According to 
ain theory, therefore, specificity of the antibodies always 
^ specific relations between the individual types of antibodies 
otorsl^^ Since, therefore, the same receptor can be dis- 
it only among diflFerent kinds of cells, and bodies of dififer- 
►ns all within the same animal species, but also among 
)ecies of animals, we see that it is impossible to speak of 
in a zoological sense, or of a specificity in respect to the 
cal or functional properties of the antigens. The anti- 
cific only for the receptor, i.e., for those elements possess- 
ing receptor. 

various substances which excite the production of im- 
pecial place is occupied by the receptors of the third order : 
1 free, constitute the amboceptors. As is well known, 
^ptors possess a double function. On the one hand they 
the cytophile group of the cells, and on the other with the 


>riiited from Berliner klin. Wochenschrift, 1905, No. 19. 
Ehrlich and Morgenroth, Hsemolysins. See page 88. 
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eomplementopliile group of the compleroent. Each of these two 
haptophore groups Tvill therefore be able to excite the productioa 
of corresponding antibodies, a fact to which attention was called 
in the CVoonian lecture, IDOO.i 

‘The lysin, he it bacteriolysin or hsemolysin, possesses altogether 
three haptophore groups, of which two belong to the immune body 
and one to the complement. Each of these haptophore groups can 
be lx)iind by an appropriate antigroup.'' Three ' antigroups ' are thus 
conceivable, any one of which, by uniting with one of the haptophore 
groups of the lysin, can frustrate the action of the lysin." 

In other words, according to the amboceptor theory two different 
antiamboceptors are at once conceivable, either of which would 
inhibit the action of the amboceptor. One would act hy preventing 
the union of amboceptor and cell, the other by preventing the comple- 
ment from uniting with the amboceptor. Originally the antiambo- 
ceptors produced by immunization were regarded as being directed 
against the cytophile group.^ In view of this it was extremely de- 
sirable for the support of the amboceptor theory that the existence 
of antibodies for the complementophile group should be demon- 
strated. This has recently been done by Bordet,^ and it is strange 
to see that he employs his discovery in combating the receptor theory 
when it really is a very neat confirmation of this. 

Bordet finds that antiamhoceptors can be produced not only by 
immunization with hsemolytic immune serum, hut also with normal 
serum of the‘ same species, even though this normal serum contains 
no corresponding amboceptors. He treated guinea-pigs with normal 
rabbit serum which contains no haemolytic amboceptors for ox 
Hood, and obtained an immune serum which yet was able to in- 
hibit the action of the amboceptors derived hy immunizing with 
ox blood. That, certainly, is a discovery which cannot readily be ex- 
plained in harmony with Bordet's sensitization theory. According 
to Bordet, as we Icnow, these immune bodies (his ^‘sensitizers’') 
poss^ the one property of combining with the susceptible cell 
and thus rendering this vulnerable to the action, of the complement. 
This being the case it is incomprehensible how a serum which poss^ses 


^ P. Ehrlicli, On Immunity, Proceedings Royal Society, 1^00. 

^ Ehrlich and Morgenroth, YI. Communication, page 8S- 
® J . Bordet, Les propii^t^ des antisensibilatrices et les thdories chiroiques 
da !^immunit6. Annal. de ITnstit. Pasteur, 1904, No. 10. 
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no sensitizers ^whatever for the species of cell in question can 
yet excite the production of antibodies directed against them. 
The matter takes on an entirely different aspect if we regard this 
phenomenon from the standpoint of the amboceptor theor}\ Ac- 
cording to what has been said above we at once see that tw^o func- 
tionally different types of antiamboceptors are possible. In Eordet^s 
case the normal rabbit serum possessed no amboceptors (i.e., no cyto- 
phile groups) for ox blood; therefore the antibodies which are de- 
veloped cannot be antiamboceptors directed against the cytophile 
groups. Hence by exclusion one will already pronounce them anti-- 
amboceptors of the complementophile group. The facts brought for- 
ward by Bordet all go to confirm this. 

If such antiamboceptors are to be produced, the only requisite 
is that the serum used for immunization must contain the corre- 
sponding complementophile groups. Is this the case in normal 
rabbit serum? Every normal rabbit serum, as Bordet admits, con- 
tains a large number of different amboceptors. If, by immunizing 
wuth a given species of cell, a new specific amboceptor develops in 
the serum, the new element in the receptor apparatus is really only the 
cytophile group, which is produced in response to immunization. The 
complementophile apparatus need not suffer the least change quali- 
tatively; in fact according to our conception it usually does not 
change markedly, there is merely an increase in the complemento- 
phile groups corresponding to the formation of the additional immune 
body. We have already expressed this opinion in a previous paper.^ 
‘^In my judgment we shall arrive at a correct conception if we pro- 
ceed from the standpoint that in general the specific amboceptors 
exhibit a uniform structure so far as their complementophile portion 
is concerned, w^hile their cytophile groups, which physiologically 
are concerned with the absorption of food, differ most widely."'' 

It must not be thought that this uniform constitution of the com- 
plementophile portion ^ contradicts the assumption of a multiplicity 

1 P. Ehrlich, Betrachtungen iiber den Mechanismus der Amboceptorwirkung 
und seine teleologische Bedeutung. Koch Festschrift, Jena, 1903. 

2 For the present we cannot say whether the complementophile complex 
is really uniform throughout or whether, perhaps, certain partial groups do 
not differ in the individual amboceptor types of the same animal species. Such 
a condition is easily conceivable. In any event we must assume that the com- 
plementophile apparatus of the amboceptors of a given species is identical 
at least in some essential part of its haptophore functions, and that this char- 
acterizes it as coming from the animal species in question. 
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of complements. Naturally the different complements must have 
different complementophile groups corresponding to them. But, as 
was stated in the Sixth Communication on Haemolysins/ an immune 
body, in addition to a particular cytophile group, contains two, three, 
or more complementophile groups. In a later paper Ehrlich and 
Marshall offered experimental evidence for just this point; besides 
this, Bordet’s experiments, according to which an amboceptor after 
having combined with cellular elements is able almost completely 
to rob a serum of its complement, also support this view .2 

We must therefore conceive the amboceptor to be structurally 
a polyceptor, and assume further that the amboceptors of a distinct 
species are all supplied with a large number of complementophile 
groups which vary considerably in detail but in their entirety repre- 
sent a uniform complex. This complex is reproduced in all the 
amboceptors of the same serum. In general the amboceptors are 
different and specific only so far as the cytophile group is concerned. 

This being so it will at once be clear that antiamboceptors directed 
against the complementophile groups, and obtained through immuni- 
zation with any particular amboceptor, will act against all ambocep- 
tors of the same animal species no matter whether these ambo- 
ceptors are normally present in the serum or have been produced 
by immunization. For the complementophile amboceptor apparatus 
is the same for all types of amboceptors of the same species. As a 
result of this, an immune serum obtained through immunization 
with normal serum contains, thanks to the normal amboceptors in 
the serum, antiamboceptors directed against the artificially produced 
amboceptors of the same species. This explains also the earlier 
observations made by Pfeiffer and Friedberger^ that antiamboceptors 
obtained by immunizing with cholera serum act also against typhoid 
serum it also explains the recent experiments made by Bordet. We 

^ Ehrlich and Morgenroth. See page 88. 

^P, Ehrlich and H. T. Marshall, Uber die complementophilen Gnippen 
der Amboceptoren. Berl. klin. Wochenschr. 1902, No. 25. 

“R, Pfeiffer and E. Friedberger, Weitere Beitrage zur Frage der Antisera 
und deren Beziehungen zu den bacteriolytischen Amboceptoren. Centralblatt 
f. Bacteriol. 1904, Vol. 37; also 1903, Vol. 34. 

^ Naturally the statement made by Ehrlich and Morgenroth (Berl klin 
Wochenschr. 1901, No. 21) that ^‘it seems improbable, unless in a given case 
a fortunate coincidence intervenes, that anti-immune bodies will be obtained 
directed gainst bactericidal immune bodies’" cannot apply to the antiambo- 
ceptors directed against the complementophile groups. That statement applies 
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must call particular attention to the fact that the chief point in 
Bordet^s study, the non-specificity of the antiamboceptors so far as 
the cytophile group is concerned, had already been published by 
Pfeiffer and Friedberger. These authors have explained the fact 
entirely in accordance with our views, as follows: 

^^We are inclined to believe that the various immune bodies of 
one and the same animal species possess one group in common which 
in a way stamps them as coming from that particular animal organism. 
The antiserum must possess certain relations to this group. To 
this we would add that for the present it seems simplest to class this 
group or groups, specific for the animal species, with the complemento- 
phile group. In the amboceptor we differentiate a specific cytophile 
group and a large apparatus made up of complementophile groups. 
Aside from the property of anchoring the cells, the latter groups 
exercise all the remaining functions of the amboceptor. Considering 
that the normal amboceptors and those produced by immunization 
are essentially similar (a point which we have always emphasized), 
it is perfectly obvious that one can produce the same antiamboceptors 
by immunizing with normal amboceptors. Hence what Borders 
study really brings forward is the actual experimental demonstration 
of what we had long expected was the case. 

Naturally we were able to confirm all of Bordet’s statements of 
fact. We had at our disposal the serum of a goat which had been 
immunized with normal rabbit serum, and could easily convince 
ourselves that this serum acts as an antiamboceptor against ambo- 
ceptors derived from rabbits by specifically .immunizing with ox 
blood. Furthermore, we succeeded, by adding the antiamboceptor 
to previously sensitized blood-cells, to protect these against haemolysis 
by complement. The antiamboceptor acts just like a complementoid 
according to the conception of ^^complementoid-blocking” described 
by one of us some time ago.^ It occupies the complementophile 
groups and so prevents the anchoring of the complement.^ 

only to the antibodies directed against the cytophile groups, since it is to be 
assumed that these cytophile groups, which have their natural counter-groups 
in bacterial cells, will not have these in the cells of higher animals. This limi- 
tation, however, does not apply to the antiamboceptors acting on the comple- 
mentophile complex. This, then, disposes of Bordet's objections to this point. 

1 Ehrlich and Sachs, '"Uber den Mechanismus der Amboceptorenwirkimg. 
Berl. klin. Wochenschrift, No. 21, 1902. 

2 We must not fail to mention that, in contrast to Bordet, we made these experi- 
ments without the addition of inactive guinea-pig serum, and were able, despite 
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We were also able to readily confirm Bordet’s statement that the 
antiamboceptor action is easily inhibited by normal rabbit serum, 
Naturally the normal amboceptors, whose complementophile groups 
excited the production of the antiamboceptor, will combine with 
this antiamboceptor and so be able to deflect it from the amboceptor 
acting in the given case. Since we regard the antiamboceptor in 
the sense of a complementoid, this phenomenon corresponds in prin. 
ciple to that described by Neisser and Wechsberg as deflection ol 
complement.^ 

The entire complex of phenomena just discussed shows most 
strikingly that our assumption harmonizes best with the observed 
facts. We assume that in Bordet’s anti amboceptors we are dealing 
with antibodies directed against the complementophile groups. The 
existence of such antiamboceptors again demonstrates that the 
amboceptor theory is correct. According to Bordet’s sensitization 
theory only such antiamboceptors are conceivable which prevent 
the amboceptor’s union with the cell. But if there are other kinds 
of antiamboceptors, as the findings just discussed show, we must 
assume that the amboceptor has other affinities besides those for the 
cell, and this leads us at once to the conception which we have 
defined under the name amboceptor. The sensitization theory must 
therefore be abandoned. 

The next question which arises is whether or not it is possible 
by means of immunization with amboceptors to produce antiambo- 


this, to effect an inhibition of haemolysis by subsequently adding antiatnbo- 
ceptor. It seems to us that this simplified procedure is more convincing, for 
it will hardly be claimed that the guinea-pig serum is a better suspending medium 
than physiological salt solution, and that it therefore, in contrast to the latter, 
leaves the blood-cells intact. Furthermore, inactive guinea-pig serum itself 
inhibits the haemolysis of ox blood by amboceptor and complement (guinea- 
pig). Hence when guinea-pig serum is present the question whether the ab- 
sence of haemolysis is due to an antiamboceptor or not is left undecided. 

^ In contrast to Bordet, however, we were unable by means of normal ambo- 
ceptor to effect the subsequent breaking of the union between antiamboceptor 
and sensitized blood-cells. It may be that in our case the union between anti- 
amboceptor and sensitized cells so rapidly became firm that it could no longer 
be dissolved by the normal amboceptor. Even Bordet admits that this dis- 
solution can be ejected only for a certain period, and that then the union 
becomes very firm. We are pleased to note that Bordet accepts this conception 
of a gradual tightening of the union of these substances, a conception of the 
highest importance in the study of immunity reactions. 
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ceptors also against the cytophile group. We have therefore ex- 
amined another antiamboceptor serum, and compared its properties 
with those of the antiserum made by injections of normal rabbit 
serum. This serum, like the latter, w^as also obtained from a goat, 
but instead of using normal rabbit serum for immunization the goat 
had been treated with the serum of a rabbit previously immunized 
with ox- blood. Our experiments, however, did not permit of a 
decision on this point. We are unable to say whether among the 
antiamboceptors excited by the injections of the immune serum there 
were any directed against the cytophile group. It is entirely con- 
ceivable that, despite the presence of the cytophile group, these are 
unable to exert any immunizing power, since the complementophile 
groups invariably encounter the corresponding counter-group in the 
organism and so are the only ones bound to the tissue receptors. In 
that case previous to injection one would attempt to destroy the 
complementophile group ( = cytophilic amboceptoids) or to neutralize 
it by means of a suitable antibody. The decision of this question 
must be left to further detailed investigations. 

In the course of our experiments we met with a very curious phe- 
nomenon, one not only of some practical significance, but also of 
considerable theoretical interest. Our experiment showed exactly 
the opposite behavior which Bordet had found. That is to say, where 
Bordet found that the antiserum acts as an antiamboceptor on the 
amboceptor anchored to the cell, and that this action is overcome 
by normal rabbit serum, one of our cases represents the reverse of 
this. We see, therefore, that it can happen that the antiamboceptor 
as such does not act, but requires the addition of normal rabbit serum 
before exerting its action. We have constantly observed that in a 
^'curative^^ experiment, i.e., after a previous binding of amboceptor 
and cell, large amounts of the antiserum produced by means of im- 
mune serum were unable to prevent haemolysis. The following proto- 
col may serve as an example: 

To each of a series of test-tubes, containing decreasing amounts 
of the antiserum, 1 cc. of ox blood was added. This blood, after 
having previously been sensitized with 0.003 cc. (==1^ amboceptor 
units) of an amboceptor obtained from a rabbit by immunization 
with ox blood, was freed from serum constituents by centrifuging 
and then used in the test. After digesting the mixtures for half an 
hour the blood-cells were centrifuged off and the sediments, to 
which 0.1 cc. guinea-pig serum was added as complement, were 
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suspended in salt solution. The result of the experiment is shown 
in the following table: 


TABLE I. 


Amount of the Antiserum 
(derived from a goat by 
treatment with an am- 
boceptor, the result of 
immunizing a rabbit 
with ox blood) 
cc. 

Amount of Hsemolysis. 

0.1 

complete 

0.05 

well-marked 

0.025 

moderate 

0.015 

little 

0.01 

0 

0.005 

faint trace 

0.0025 

very little 

0.0015 

moderate 

0.001 

almost complete 

0.0005 

complete 

0.00025 

complete 

0 

complete 


Here we see the curious result that with a certain excess of the 
antiserum there is no inhibition of hsemolysis. This paradoxical 
phenomenon we observed only with the antiserum produced by 
immune serum injections, and then only in the '^curative'' experi- 
ment. If the antiserum was used for '' protective"' experiments, 
i.e., mixed with amboceptor previous to adding the blood-cells, or 
if the antiserum produced by injections of normal serum was employed, 
the course of the experiment was entirely uniform, an increase in the 
amount of antiserum causing an increase in the antilytic action. 
For the present we are unable to say whether we are here dealing 
with an essential difference between the antiserum produced by 
normal serum and that produced by immune serum, or whether we 
have to do with an individual fluctuation. So far as the mechanism 
of the phenomenon is concerned we were able to clear up at least 
one point, namely, that the essential factor in the experiment is the 
presence or absence of the very small quantities of normal rabbit 
serum which contains the amboceptor. Thus if the blood-cells are 
sensitized with amboceptor without subsequently removing the senim 
by centrifuging, it will be found that the course of the “curative" 
experiment is perfectly regular. There is no inhibition of the antilytic 
action with an excess of antiserum. The same holds true if we sepa- 
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rate the sensitized blood-cells by centrifuge and replace the serum 
fluid with the corresponding amount of normal serum (in our cases- 
0.003 cc.). The active substance contained in normal serum is 
thermostable at 56® C., but is destroyed by heating for half an hour 
to 100® C. The following experiment may serve as an illustration: 

The blood-cells which have been sensitized with 0.003 cc. serum 
and then separated by centrifuge are treated with a considerable 
excess (0.5 cc.) of the antiserum. This amount corresponds to that 
quantity which by itself is just able to overcome the antilytic action. 
To this mixture are added decreasing amounts of normal rabbit serum 
which has been heated to 56® C. and to 100® C. After allowing the 
mixture to stand for half an hour the blood-cells are centrifuged 
off and suspended in salt solution to which 0.1 cc. guinea-pig serum 
(complement) is added. 

The result is shown in the following table: 

TABLE II. 


Amount of Normal Rabbit 
Serum. 


1 cc. 5% Ox Blood (sensitized with 0.003 cc.) + 0.5 cc. 
Antiserumd- Normal Rabbit Serum. 


Heated to 56® C. 
Amount of Haemolysis. 


Heated to 100® C. 
Amount of Haemolysis. 


0.005 

0.003 

0.0015 

0.001 

0.0005 

0 


0 

0 

little 

moderate 

complete 

complete 


complete 


This shows us what a tremendous effect the presence or absence 
of a small amount of normal serum can exercise. This of course 
at once explains the difference which manifests itself between the 
'^curative” and the protective"' experiments. In the latter, it will 
be recalled; the amboceptor and antiamboceptor are first mixed. 
All of the normal serum constituents, therefore, come into action; 
whereas in the ^'curative" experiment these are removed when the 
blood-cells are centrifuged. 

How are we to conceive the mechanism of this action? Phe- 
nomena in which an excess of a certain substance produces a 
change in the character of the reaction are frequently due to the 
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presence of other substances with different properties. In the case 
described above there is an absence of antilytic action with a certain , 

excess of the antiserum. If we look at the subject from this stand- 
point, w^e shall have to assume that the antiserum contains two sub- 
stances,^ one of which, of course, is the effective antiamboceptor. 

The other substance would then be the cause of the inhibition of 
the antiamboceptor action. Furthermore, since this inhibition is 
only brought about by large quantities of the serum, this substance 
would be present in the serum in much smaller amounts than the 
former. The simplest explanation of the action of this substance 
seems to be somewhat as follows: We must assume that this sub- 
stance^s point of attachment is a complementophilic auxiliary group 
in the amboceptor. The occupation of this group so affects the 
amboceptor molecule that the simultaneous presence of antiambo- 
ceptor no longer prevents the combination with complement. Such 
a behavior would be analogous to an observation published by Ehr- 
lich and Marshall.^ At that time, by means of a differentiating , 

method made available for one particular instance^ by Marshall 
and Morgenroth, it was shown that the amboceptor anchored to 
the cell, although it could deprive native guinea-pig serum of all its 
complement functions, was unable to absorb the non-dominant 
complements if the dominant complement had first been neutralized 
by the partial anticomplements of Marshall and Morgenroth. In 
other words, an anchoring of the non-dominant complements was v 

only possible after the corresponding complementophile group 
of the amboceptor had combined with the dominant complement. 

In our case we would be dealing with an influence entirely similar 
in principle, except that here the influence is reversed, i.e., the affinity ; 

of the amboceptor to the antiamboceptor is reduced by the occupa- 
tion of the auxiliary group. We believe that we can show directly 
that the antiamboceptor is bound in either case, but that where the 
auxiliary group is occupied, the union of amboceptor and antiambo- 

^ We can of course assume a priori that an antiamboceptor serum directed 
against the complementophile groups will possess a multiplicity of partial 
.antiamboceptors, for the amboceptors which take part in the immunization 
possess a large number of different complementophile groups, and against 
each of these a particular antibody is conceivable. 

2 Ehrlich and Marshall, 1. c. 

®H. T. Marshall and J. Morgenroth, fiber Differenzierung von Comple- 
•menten durch ein Partialanticomplement. Centralblatt f. Bact. 1902, Vol. 31 f 
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ceptor remains a loose one, while in the other case it becomes firm. 
The following diagram may help to make this clear. See Fig. 1. 

We shall designate the two complementophile groups of the ambo- 
ceptor as OL and /5; the effective antiamboceptor corresponding to 
group a is a, the antibody fitting group is Z>. In small quan- 
tities of antiserum, h can practically be disregarded owing to its 
slight concentration ; a therefore by occupying a prevents the comple- 
ment uniting with the amboceptor. In larger quantities of anti- 
serum, however, h comes into play, so that the occupation of group /? 





Fig 1. — a and /?: Complementophile groups of the amboceptor, a and h are 
Partial Substances of the Antiserum, a is the effective Antiamboceptor; 
h is the antibody which inhibits the action of the antiamboceptor, c is the 
Complement. 

changes the reactive capacity of group a in such a way that either a 
is not bound at all while the corresponding complement is, or so 
that, wh le a may still be bound, the union is such a loose one that 
the complement still has access. We shall see that the latter pos- 
sibility is the more probable. First, however, it will be necessary 
for us to understand clearly the manner in which normal rabbit 
serum overcomes the influence of the antiserum constituent h. In 
view of what has been said this will not be difficult, for it is but a 
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natural consequence for us to assume that normal rabbit serum con- 
tains the corresponding counter-group ^ in such high concentration 
that even small amounts are able to neutralize h and so prevent its 
union with the amboceptor anchored by the cell. See Fig. 2. 

Coming now to the question whether, after group /? is occupied, 
group a no longer reacts with u, or whether, while the reaction takes 
place, the union remains a very loose one, we decided this according 
to the following considerations. If the latter assumption were cor- 
rect, it would follow that the loose union should subsequently become 




Fig. 2.—^: Complementophile group of an amboceptor of normal serum. 

Otherwise as in Fig. 1. 

firm if in some way group b could again be freed from its combination 
with In that case, evidently, the “curative" action of the anti- 
amboceptor a should become manifest. If, on the contrary, a has not 
been bound at all, this “curative” action should fail to appear on 
the removal of b. 

Owing to the presence of group /? in small amounts in normal 
rabbit serum the possibility is given of abstracting the antigroup 6 
already bound to the sensitized cell. We have at once taken advan- 
tage of this fact, and attacked the question experimentally as follows: 

Sensitized blood-cells are digested with an excess of the antiserum 
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(0.25 cc.). After centrifuging, decreasing amounts of inactivated 
normal rabbit serum are added to the sediments, and the mixtures 
again centrifuged. The blood-cells thus separated are suspended 
in 0.1 CQ. salt solution containing 0.1 cc. guinea-pig serum. The result 
is shown in the following table: 


TABLE III. 


In active Normal Rabbit 
Serum, 
cc. 

Amount of Haemolysis. 

0.01 

] _ 

0.006 

0.003 

[• little to moderate 

0.0015 

J 

0 

complete 


This table, therefore, shows that sensitized blood-cells which have 
been treated with an excess of antiamboceptor and then freed from 
all free serum constituents by centrifuging can be deprived of a con- 
siderable portion ^ of the antiserum constituent h by subsequently 
digesting them with small amounts of normal rabbit serum, thus 
again allowing the antiamboceptor action to become manifest. It 
is permissible, therefore, to assume that the antiamboceptor a had 
been bound and that the union had remained a loose one owing to 
the occupation of group Owing to the looseness of the union a 
and a the complement was not prevented from combining with the 
amboceptor. 

We have gone into the analysis of this case with such detail because 
it again shows how complicated is the mechanism of amboceptors 
and yet how easy it is by means of the amboceptor theory to bring 
these apparently paradoxical phenomena into harmony. In this case 
we are certainly dealing with extraordinarily complex conditions, 
conditions in which Bordet^s rudimentary sensitization theory is 
entirely helpless. 

The phenomenon just described possesses a certain practical 
significance in so far^as it could easily lead to the erroneous assump- 

^ It is likely that the reason why the inhibiting action cannot be entirely 
brought out by this means is that the union of 6, once it is bound, rapidly be- 
comes firm, thus permitting only a partial dissolution by means of free /?. In 
any event this experiment clearly exhibits, as already stated, exactly the re- 
verse behavior of that shown by Bordet’s. 
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tion that the antiamboceptor acts only in ^'protective'' experiments, 
but is unable to act on amboceptor already anchored by the blood- 
cells. In order to orientate ourselves concerning this last question, we 
would of course begin by using an excess of antiamboceptor, expecting 
very naturally, if the antiamboceptor exerts any influence whatever 
on the anchored amboceptor, that this influence will most likely 
become manifest with large amounts of antiamboceptor. Further- 
more, it can then happen that the conditions obtaining are those of 
the zone in which the curative action obtained with smaller doses 
is concealed, owing to the excess of antiamboceptor. This may 
perhaps account for Morgenroth's negative findings; ^ the antiambo- 
ceptor serum employed by us was also used by that author. 

The demonstration of the fact that the "antiamboceptors pro- 
duced by immunization are usually directed against the complemento- 
phile groups calls for a correction of certain deductions based on 
our earlier conception of antiamboceptors as being directed against 
the cytophile group. We must therefore concede that Bordet is 
correct w^hen he refuses to accept our method of differentiating partial 
amboceptors by means of antiamboceptors, a method which we pub- 
lished in the Sixth Communication • on Hemolysins ^ Our experi- 
ments at that time dealt with an amboceptor of an immune serum 
derived from a rabbit by treatment with ox blood. This amboceptor 
could be complemented either with guinea-pig serum or goat serum. In 
complementing with goat serum so much more amboceptor is necessary 
that the absence of the antiamboceptors' action must be ascribed to 
the antiantilytic action of the normal amboceptors present. But 
this correction does not signify that the conclusion as to the plurality 
of the amboceptors must be abandoned. On the contrary this con- 
clusion is confirmed by so many weighty arguments of a different kind 
that the existence of partial amboceptors must now be classed as one of 
the facts in immunity. We need only call attention to a point con- 
tained in our Sixth Communication, namely, that by mutual elective 
absorption we have shown that immunization of animals with ox 
blood results in the formation of two fractions of amboceptors, one 
of whitih acts only on ox blood, the other also ®n goat blood; and 
that immunization with goat blood has exactly analogous reverse 


^ J. Morgenroth, Deflection of Complement by Means of Haemolytic Ambo- 
ceptors. Centralblatt Bact. 1904, Vol. 35, No. 4. 

2 Ehrlich and Morgenroth. See page 88. 
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results. The plurality of amboceptors is further demonstrated by 
the results of the isolysin experiments published by Ehrlich and 
Morgenroth/ for in these experiments the presence of antibodies 
acting against the complementophile group of the amboceptor can 
be excluded. The fact that we have drawn an incorrect conclusion 
from one single experiment certainly does not justify Eordet in deny- 
ing the existence of a plurality of antibodies (especially amboceptors) 
in a gi'ven immune serum; the correctness of our view is established 
by a number of incontestable experiments. 

Eordet^s arguments concerning deflection of complement by an 
excess of amboceptor may be answered in the same manner. Even 
granted that Morgenroth’s view 2 is incorrect, namely, that the inhibi- 
tion of hfiemol3^sis on the addition of an amboceptor-antiamboceptor 
mixture is due to a deflection of complement, this would not in the 
least refute the results obtained by Neisser and Weehsberg with 
bactericidal sera. In these experiments absolutely no antiambo- 
ceptor is present ; there are merely bacteria, amboceptor, and comple- 
ment, Despite this, however, there is no bactericidal action when a 
certain excess of amboceptor is present. The only explanation for 
this is the one offered by Neisser and Weehsberg,^ namely, that the 
complement is deflected from the amboceptor combined with the 
cells by the free amboceptor. This explanation has also been accepted 
by Lipstein,^ who controverted a number of objections which had 
been made by various authors. Bordet does not even attempt to 
controvert our explanation, but contents himself by saying: ^^Pour 
nous, la tb 6 orie de la deviation du complement par Tambocepteur 
est nne Ugende.^’ Needless to say this will have little effect on our 
view. 

It is thus seen that Bordet’s recent experiments have furnished 
additional important confirmation of the amboceptor theory. Analysis 
of the antiamboceptor action clearly demonstrates the fact that the 
amboceptor possesses other affinities besides those of the cytophile 
group; and the circumstance that the occupation of these groups 
bars the action of the complement shows that they are complemento- 
phile in character. Bordet’s attack on the receptor theory has thus 

^ Ehrlich and Morgenroth, Third Communicatioa. See page 23. 

^ J. Morgenroth, 1. c. 

8 M. Neisser and Weehsherg. See page 120. 

* A. Lipsteiti, Ceotralblatt fiir Bacteriologie, 1902,^01. 31, N’o. 10; see also 
page 132 of this volume. 
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failed utterly; his experiments, on the contrary, are to be welcomed 
as supplementing the arguments supporting the amboceptor theory 

1 The mistake contained in our previous conception of antiamboceptors, 
that they were antibodies directed against the cytophile group, is essentially 
one regarding the situation of the point of attack. In this connection we may 
look upon certain chemical substitutions as furnishing ready comparison; for 
example, the different substances resulting when the benzole nucleus is substi- 
tuted in the ortho, meta, or para positions. Considering how difficult these 
problems are, it is not surprising that a statement concerning localization will 
now and then be made which subsequent deeper study shows must be corrected. 
Even so high an authority as Kekul4 once erred in defining a compound, and 
yet this did not in the least affect his fruitful hypothesis. In our case after the 
w^ay had been cleared by the demonstration of the “blocking of complements 
(the nature of which corresponds to an antiamboceptor action), and by the 
studies of Pfeiffer and Friedberger, it was an easy matter to arrive at a correct 
interpretation and transfer the site of the antiambocepter's action to the comple- 
mentophile group. It is at once clear that this merely fulfills an old postulate 
of the side-chain theory. It would therefore be interesting to see how Bordet 
could explain the facts according to his sensitization theory, and to have him 
show how the sensitizers, which he believes do not combine with the comple- 
ment, excite the production of substances whose constitution is just what would 
be demanded of immunization products of “complementophile groups.'' 


XLI. A GENERAL REVIEW OF THE RECENT WORK 

IN IMMUNITY.! 


By Paul Ehrlich. 

Two years have elapsed since the appearance of my ^‘Collected 
Studies in Immunity’’ in Germany, and now that the book is about 
to appear on the other side of the ocean it is a pleasure for me to 
review briefly the progress made in that time, naturally without 
pretending to give a complete resume of the literature. 

1 may at once say, however, that very little really new has been 
added to the views formulated by myself and my collaborators, and 
that the stereochemical conception of the immunity reaction, despite 
numerous attacks, has proven itself able to dominate every phase of 
the subject. 

The arithmetical view of the toxin-antitoxin reactions and their 
analogues, which was introduced chiefly by Arrhenius and Madsen, 
has invariably shown itself to be untenable. It has led to a numer- 
ical science which is far removed from the principles of biological 
investigations and from the experimental results underlying these. 
On the other hand, so able an authority as Nernst at once recognized 
that the laws of chemical equilibrium are not applicable to mixtures 
of toxin and antitoxin. In addition to this von Dungern, Morgen- 
roth, and Sachs have collected considerable new experimental evi- 
dence which demonstrates absolutely that the toxin-antitoxin 
combination gradually becomes firm, although it may in some 
instances be quite loose in the first stage. The complex constitution 
of the poison solutions has thus been conclusively demonstrated; 
and I may also remind the reader that there can also no longer be 
any question as to the independent existence of toxons in diphtheria 
poison, for van Calcar has succeeded in a direct separation of these 
bodies .2 

^ This chapter is written expressly for this American edition. 

2 van Calcar effected this by means of an ingenious dialyzing procedure 
(Berlin, klin. Woehenschr. No. 39, 1904). Certain objections raised by ROmer 
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In view of the extraordinary success which physical chemistry 
has scored, it is readily understood how tempting it was for so emi- 
nent a representative of this science as Arrhenius to apply its princi- 
ples to the new field of immunity. I have always emphasized the 
chemical nature of the reaction, and am glad therefore that the 
attempt to apply these principles has been made. It has demon- 
strated anew that the phenomena of animate nature represent merely 
the resultants of infinitely complex and variable actions, and that 
they differ herein from the exact sciences, whose problems can be- 
treated mathematically. The formulas devised by Arrhenius and 
Madsen for the reaction of toxins and antitoxins explain absolutely 
nothing. Even in particularly favorable cases .they can merely 
represent certain experimental results in the form of interpolation 
formulas. Neither do I believe that the phenomena observed in 
toxins and antitoxins bear any relation to the processes of colloid 
chemistry. The attempt which has been made to interpret the 
immunity reaction from the standpoint of colloid chemistry, a sub- 
ject itself more or less obscure, is based on purely external analogies. 

I see absolutely no advantage in such a method, and I have grave 
fears that it will result in checking further progress along this line. 
Structural chemistry, on the other hand, has not only served to 
explain all the phenomena in immunity studies, but has also proved 
a valuable guide in indicating the lines along which further progress 
might be made. The limitations of colloid chemistry have already 
manifested themselves, and enthusiastic advocates of this science 
have been compelled to assume the existence of specific atomic 
groupings in accordance with my views. I therefore see no reason 
for abandoning the views expressed in my receptor theory, a theory 
in complete accord with the principles of synthetic chemistry. My 
decision finds additional support in the fact that the studies in 
immunity are constantly bringing to light new observations best 
harmonized with the views of structural chemistry. Thus I may 
remind the reader that Morgenroth has recently very cleverly proved 
the postulate that the components of the neutral toxin-antitoxin 
combination can be restored. This author succeeded in completely 
recovering the two components of a neutral mixture of cobra venom 

(Berl. klin. Wochenschr. No. 1905) Lave been effectually answered by van 
&lcar by means of some additional experiments, and by the demonstration 
that the membranes employed by Homer were unsuitable (Berl klin Woph 
No. 43, 1905). ^ ‘ 
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and antitoxin by means of an ingenious method. But even here we 
are not dealing with a reversible reaction, for it requires certain 
manipulations to disrupt the neutral combination ; thus, in the case 
of cobra venom, the addition of hydrochloric acid is necessary. The 
neutral cobra-venom-antitoxin combination therefore behaves like a 
glucoside, which in itself is entirely stable, but is split up by the addi- 
tion of hydrochloric acid. 

Besides this, the interesting investigations recently published by 
Obermayer and Pick,^ on the production of immune precipitins by 
means of chemically altered albuminous bodies, are of particular sig- 
nificance in connection with the chemical conception of the immunity 
reaction. These authors succeeded, by iodizing, nitrifying, and 
diazotizing animal albuminous bodies, in so changing them that, 
when introduced into the organism of the same or of different species, 
they excited the production of precipitins which lacked specificity. 
These precipitins, however, were strictly specific for their respective 
iodized albumins, xanthoproteids, or diazo-albumins, no matter from 
what animal species the albumins were derived. 

We see, therefore, that the introduction of a certain chemical group 
into the albumin molecule completely alters the latter's power to 
excite the production of antibodies. This certainly corresponds 
entirely to the view that the production of antibodies is dependent 
on the chemical constitution of the exciting agent, a view which finds 
expression in my receptor theory. 

The heuristic value of the receptor idea, the idea which underlies 
my side-chain theory, can best be appreciated by studying the devel- 
opment of our knowledge concerning the cytotoxins of blood serum. 
As a prototype of these substances the haemolysins occupy a promi- 
nent place in this volume. The view that the haemolytic immune 
bodies are amboceptors has been proven to be correct in every case, 
thus conclusively showing that Bordet's sensitization theory is un- 
tenable. To begin, the observations of M. Neisser and Wechsberg, 
that the action of bactericidal sera depends not only on the absolute- 
but on the relative concentration of amboceptor and complement, 
presented conditions which could not be harmonized with Bordet's 
views. On the other hand, they were readily explained in accord- 
ance with the side-chain theory by assuming that the complement 
was deflected by an excess of amboceptor. But even if this expla- 

^ Centralbl. f. Physiologie, Vol. XIX, No. 23. 
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nation is not the correct one, as Gay has recently stated, it would in 
no way affect the soundness of the amboceptor theory. The exist- 
ence of amboceptors is confirmed by so many experimental consider- 
ations that it is no longer a postulate of the theory, but is practically 
the direct expression of observed phenomena. The term amboceptor, 
of course, is used merely to express the two-sided affinity, to the 
cell on the one hand and to the complement on the other. The 
affinity of the amboceptor to the cell was demonstrated by the com- 
bining experiments published by Morgenroth and myself; and the 
direct union of amboceptor and complement is confirmed by a host 
of decisive observations. Of these, it will suffice to mention the 
test-tube demonstration of complementoids which occupy the com- 
plementophile groups of the amboceptor. This demonstration has 
since been effected in other ways (Fuhrmann, Muir, Browning, and 
Gay), so that the existence of complementoids is no longer evidenced 
merely by the possibility of producing anticomplements by means of 
inactivated serum, but is demonstrated primarily by the unmistak- 
able interference of the complementoids in hsemolytic test-tube 
experiments. It is not necessary that complementoids should always 
exert an inhibiting action on hsemolysis; for it is obvious that changes 
in affinity may occur in consequence of external influences, physical, 
chemical, or chronological in nature. I believe that changes in affinity, 
either positively or negatively, are of the highest importance in cor- 
rectly understanding the course of immunity reactions, although I 
do not deny the influence of certain catalytic factors on these proc- 
esses (von Behring, Morgenroth, Otto, and Sachs). However, no 
general rule can be laid down. Experiments are constantly bringing 
forth surprises, but by diligent empiricism it is usually possible to 
bring the many different observations into harmony with a single 
point of view. 

The original assumption, that amboceptor and complement (at 
least in the case of hsemolysins) exist free side by side, and that the 
complement does not take part in the reaction until the amboceptor 
has been bound by the cell (owing to an increase in the affinity of 
the complementophile group),— this assumption has not proven ten- 
able in every case. In addition to the case described in a previous 
chapter by Sachs and myself, we now know of a number of combi- 
nations, discovered by Sachs, in which the amboceptor alone does 
not unite with the receptor of red blood-cells, or does so to only a 
slight degree. By combining with the complement, the amboceptor 
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Has the affinity of its cytophile group increased, so that now it is able 
to unite with the cells. Thus far, such observations have been made 
only on normal amboceptors; and this fact explains why the numerous 
attempts of various authors to separate normal haemoly sins, by means 
of absorption at low temperatures, have failedd The amboceptors 
obtained by immunization, on the other hand, regularly possess a 
high affinity for the cell-receptor. This is easily understood if we 
consider their mode of origin, for we may perhaps see in this a selec- 
tion of the groups with the highest affinity. Certainly in this case 
the exception proves the rule; for the mere fact, that in some instances 
the amboceptor does not unite with the cell until it has first com- 
bined with the complement, at once shows that we cannot be dealing 
with a sensitization. On the contrary, this shows that the ambo- 
ceptor is an interbody in the strict sense of the word. These condi- 
tions have been most clearly brought out by the experiments of 
Preston Kyes on cobra venom. The researches of Flexner and 
Noguchi, as we all know, showed that cobra venom by itself is no 
hsemolysin, but plays the r61e of amboceptor in haemolysis. The 
most important of the activators is the one discovered by Kyes, 
namely, lecithin. The relation between snake venom and lecithin is 
really the same as that between amboceptor and complement; but 
the former possess one great advantage for chemical analysis, — they 
are both stable substances, and thus contrast strongly with the highly 
susceptible substances found in blood serum. Hence what was 
impossible in the case of the latter could readily be effected with 
cobra venom. Kyes, it will be remembered, has demonstrated, ad 
ocxilaTj the direct union of cobra amboceptor and lecithin comple- 
ment, and has furthermore succeeded in isolating the resulting com- 
bination, the cobra-lecithid, in pure form.^ 

Thus, for the first time, the conclusion was reached chemically 


^ In this connection I should also like to mention the interesting atypical 
behavior discovered by Donath and Landsteiner in the amboceptor reaction. 
These authors observed haemolytic autoamboceptors in the serum of a patient 
suffering from paroxysmal hsemoglubinaria. These autoamboceptors, how- 
ever, only united with the bloods at low temperature. 

2 Kyes has recently continued his studies at my laboratory, and has demon- 
strated the important fact that in this formation of cobra-lecithid there is a 
true chemical synthesis. The course of this synthesis is such that a fatty acid 
radical is split off from the lecithin molecule, whereupon the residual combina- 
tion, which corresponds to a monostearyllecithin, unites with the cobra ambo- 
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which, as a result of biological experiences, I had always looked 
forward to. 

The correctness of the amboceptor theory formulated by Morgen- 
roth and myself is confirmed by another important link in the chain 
of evidence. As far back as 1900, in the Croonian lecture, I stated 
that, according to the amboceptor theory, three antilytic antibodies 
were possible. In addition to the substances which act as anticom- 
plements, we could conceive - of antiamboceptors of two different 
kinds. One of these inhibits the action of the amboceptor by pre- 
venting the union of amboceptor and cell, the other by occupying the 
complementophile groups. So far as the confirmation of the ambo- 
ceptor theory is concerned, it is evident that the demonstration of 
.antiamboceptors directed against the complementophile group is by 
far the most important; for, owing to the mode of origin, the devel- 
opment of cytophile groups of the amboceptor as reaction products 
of the specific counter-group (the cell-receptor) is self-evident. It 
was therefore particularly gratifying when I found that Bordet 
had recently furnished the demonstration that the antiamboceptor 
developed with an immune, or with a normal serum, is usually directed 
against the complementophile group. This discovery very prettily 
demonstrates that the mechanism of hsemolysin action proceeds 
according to the amboceptor theory. The error contained in our 
earlier conception, that anti-immune bodies were usually antibodies 
directed against the cytophile group, is practically only an error in 
the localization of the point of attack. This must now be corrected 
by regarding the complementophile group as the point attacked by 
the antiamboceptor. 

We know that it is possible to produce antiamboceptors by im- 
munizing with normal serum, and Pfeiffer and I riedberger have 
shown that the action of the antiamboceptor serum extends to all 
the amboceptors of the animal species whose serum was used for 
immunization. These facts are only apparently a contradiction of 
the specificity of amboceptors, for the specificity of the amboceptors 
applies only to the cytophile group. On the other hand, we must 
^sume that all the amboceptors of the same animal species are at 
least partly similar in structure so far as the complementophile 


ceptor. This of course destroys the foundations of Noguchi^s calculations, which 
are based on the assumption that the reaction is reversible; it also disposes of 
certain statements made by Bredig. imposes oi 
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apparatus is concerned. In a way, therefore, the amboceptor bears 
P the stamp of the animal species from which it is derived. In this 

connection I have already expressed my views in the article entitled 
The Mechanism of the Amboceptor Action and its Teleological Sig- 
nificance ’’ (Koch Festschrift, 1903): ''In general, the specific ambo- 
b ceptors possess a uniform structure in their complementophile por- 

. tions, whereas they differ to a high degree in their cytophile groups, 

I, whose physiological function is the absorption of foodstuffs.'^ 

The studies of antiamboceptors have demonstrated that this con- 
r ception is correct. We see, therefore, that the specificity of the com- 

t plementophile group of the amboceptor, a sj^ecificity based on the 

t animal species, at once leads to a difference in the amboceptors 

; obtained from different species by means of the same immunizing 

material. In our Sixth Communication on Hsemolysins, Morgenroth 
and I published certain experiments showing that by means of an 
antiamboceptor we had been able to demonstrate the diversity of 
the amboceptors produced in different animal species by injections 
of ox-blood. This statement still holds good, and its direct conse- 
quence demands that in the practical application of bactericidal sera, 
we should mix immune sera derived from different animals. 

In view of Bordet's observation, however, we shall have to revise 
our interpretation in so far as the site of this differentiation is con- 
cerned; the difference is in the complementophile group instead of 
in the cytophile group. On the other hand, we must abandon the 
differentiation of partial amboceptors in one and the same serum by 
means of antiamboceptors, a differentiation which we proposed in 
the study on hsemolysins. It must not be thought, however, that 
the pluralistic conception of the amboceptor apparatus is thereby 
overthrown. This conception is supported by so many arguments 
? of a different kind that the existence of partial amboceptors can be 

i classed as one of the demonstrated facts in immunity. 1 may remind 

^ the reader that by means of mutual elective absorption it is possible 

to differentiate the strictly specific portion of an immune serum 
from the non-specific components which give rise to the group reac- 
! tions. By this means the presence of different amboceptor fractions 

I could be demonstrated in the same immune serum. The observa- 

! tions made by Morgenroth and myself on isolysins also speak strongly 

in favor of a multiplicity of amboceptors. In these the possible 
presence of antibodies acting on the complementophile portion of the 
I amboceptor is absolutely excluded. Finally, if we glance at the con- 
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s ditions existing among bacteria, we find the so-called group reactions 

> showing that the receptor apparatus and the antisera possess a highly 
multiple constitution. This fact, as is well known, has here been of 

I great practical value. We see, therefore, that the plurality of the 

amboceptors, so far as the cytophile group is concerned, is an assured 
t fact; the differentiation by means of antiamboceptors directed 

against the cytophile group can therefore very well be foregone. 

\ The production of antiamboceptors against the cytophile group seems 

I to encounter particular difficulties, for the complementophile group 

■1 always finds the corresponding counter group in the organism more 

i readily than does the cytophile group, and therefore is alone bound 

* by the tissue receptors. It is possible that in order to successfully 

;■ immunize with cytophile groups, it will be necessary to isolate these 

' groups. The latter might be accomplished by neutralizing the com- 

■ plementophile group with the corresponding antibody, or by destroy- 

' ing this group (=eytophilic amboceptoids). 

;; In any event these studies confirm the correctness of the ambo- 

ceptor theory, i.e., that there is a direct combination of amboceptor 

> and complement. To repeat, therefore, the specificity of the ambo- 

; cep tors applies : 

(1) To the receptor employed in immunization, and this mani- 
fests itself in the configuration of the haptophore group; and 
; (2) To the animal species from which the amboceptor is derived. 

I The latter kind of specificity shows itself in the structure of tlie com- 

plementophile apparatus, which, as we know, consists of a large 
;; number of individual complementophile groups. To this plurality 

■; of the complementophile groups there corresponds a plurality of com- 

I, plements as can hardly longer be questioned. So far as the consti- 

^ tution of the complement is concerned, the fact that it is made up of 

^ a haptophore and a toxophore group is sufficiently proven by test- 

tube experiments. The indirect method first employed for the 
demonstration of the haptophore group, namely, by the production 
of anticomplements, can therefore be dispensed with. 

However, I am convinced that just as normal body-fluids so often 
contain anticomplements, it will also be found possible to produce 
these by immunization. But as Moreschi has well pointed out, the 
experiments by which it was sought to demonstrate the production 
of anticomplements are not absolutely conclusive. Recent studies 
by Gengou, Moreschi, and Ga}'' have shown that in the immunization 
with serum, antibodies directed against the albuminous constituents 
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are formed which, by uniting with the corresponding albuminous 
bodies, possess the property of exerting anticomplementary effects. 
In this case, therefore, the anticomplement action is brought about 
by the interaction of two components, one present in the serum of 
the immunized animal and the other in the serum of that animal 
species whose serum was used for immunization (Moreschi). It is 
clear, of course, that here the dissolved albuminous substances, not 
the complements, were the antigens. This being the case, the demon- 
stration of anticomplements produced by immunization becomes 
extremely difficult, and it must be left for future investigations to 
see whether it is at all possible to differentiate these substances from 
those antibodies against albuminous substances which exert an anti- 
complement action. So far as the mechanism of the described anti- 
complement action is concerned, I do not think that the observations 
of Moreschi and Gay, that absorption of complement is associated with 
precipitation, necessarily mean that precipitation and anticomplement 
have any causal relationship. In fact it seems reasonable to assume, 
in accordance with Gengou^s first explanations, that the property of 
binding the complements is exercised by the albuminous bodies sen- 
sitized with the specific amboceptor. We would have to conceive 
this somewhat in this fashion, that just as when immunizing with 
cells, agglutinins and amboceptors are formed, so also when immuniz- 
ing with dissolved albuminous bodies two kinds of antibodies are 
formed, precipitins and amboceptors. If the latter, however, are 
really amboceptors in the sense of Ehrlich and Morgenroth, we must 
demand that they will have the same properties which we have always 
ascribed to the amboceptor type. As a matter of fact, the experiment 
shows that this is the case. These albumin amboceptors also, in order 
to react with the complements, must have the affinity of their com- 
plementophile apparatus raised, only in the present case this is effected 
by the combination of the amboceptor with the susceptible body, the 
albumin. We see, therefore, that this anticomplementary action cor- 
responds to the deflection of complement through an excess of im- 
mune body, first described by M. Neisser and Wechsberg. Only in 
this case the deflecting amboceptor is of a different kind, and needs 
first to react with the corresponding receptor. 

Through the researches of Wassermann and Schiitze and of Uhlen- 
huth, one class of antibodies against dissolved albumins, namely, the 
precipitins, has been used, as is well known to differentiate albuminous 
bodies of various origin. These have thus come to be successfully 
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“employed in the forensic demonstration of the origin of blood-stains. 
The same thing, of course, was possible in the case of the albumin 
amboceptors. 

This fact has recently been taken advantage of by M. Neisser and 
.Sachs,^ who have devised a procedure by which, by deflecting hsemo- 
ly tic complements by means of albuminous bodies loaded with am- 
boceptor, they diagnosticate human blood, etc. The study of im- 
munity thus furnishes two biological methods for deciding a point of 
vital importance in forensic medicine, namely, the origin of blood- 
stains. Considering the extreme importance of tests of this kind, I 
am convinced that hereafter it will be well to use this method in 
addition to the well-tried Uhlenhuth-Wassermann reaction. 

This brief resume, I believe, covers the chief points which have 
recently come up for discussion, and it is indeed gratifying to me that 
all the vital questions have been decided in favor of my views. I 
have gladly applied the results obtained in experimental investiga- 
tions to an extension of my views, for it is obvious, considering the 
rudimentary character of a new science, that any successful prosecu- 
tion of the work will also extend the theoretical conceptions. If then, 
in spite of this, all the facts brought to light fit naturally into the 
views formulated by me, I regard this as additional evidence that 
these views are not so much a theory as a necessary abstraction of the 
observed facts, an abstraction which is necessary not only in order to 
obtain a clear and harmonious conception of all the various observa- 
tions, but also to furnish a scientific basis for a further successful 
development of the subject. 


1 Berlin, klin, Wochenschr. No. 44, 1905, and No. 3, 1906. 


XLII. THE MULTIPLICITY OF ANTIBODIES OCCUREING 
IN NORMAL SERUM.1 

By Dr. Max Neisser, Member of the Institute. 

Following the fundamental researches made by Fliigge and 
Buchner and their pupils on the bactericidal power of normal 
blood, we have come to recognize a large number of properties 
possessed by normal serum. According to our present knowledge 
we must regard these properties as due to the presence of anti- 
bodies in the broadest sense. 

Thus far the only theory which has satisfactorily accounted 
for the origin of these antibodies, from a physiological standpoint 
and without invoking the aid of teleological '^protective substances,^' 
is Ehrlich's Side-chain Theory. According to this the cells of the 
organism produce substances, side-chains, whose physiological 
function, so long as they are part of the cell, is to lay hold of 
certain foodstuffs. Side-chains thus anchored are replaced by the 
cell, and when this regeneration is excessive, the surplus side 
chains are thrust off into the blood. As a result of this, the blood 
serum contains a large number of different side-chains. For 
example, one variety of these side-chains may happen to have an 
affinity for a particular toxin; it will be found possible, by care- 
fully injecting this toxin, to increase the regeneration and thrusting- 
off to an extraordinary degree, and thus an immunity is produced 
against that toxin. From this standpoint, then, immunity is 
regarded as merely a quantitative increase in the exercise of a 
normal function. 

This view has important bearings on our conception of the 
antibodies occurring in normal serum. It is apparent that the 
diversity of the antibodies which can be produced artificially, is 
entirely analogous to the variety of antibodies present normally. 

^ Reprinted from Deutsche med. Wochenschr., No. 49, 1900. 
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This plurality of normal antibodies, advocated by Ehrlich in 
a number of papers (s, 9, ii)^ is strongly combated by Bordet by 
Buchner, who adhere to a Unitarian conception. These authors (5) 
agree that hsemolysins and bacteriolysins are made up of two 
parts; while they admit that the interbody is different^ they 
insist that only a single ferment-like substance, the alexin, is 
involved in the lysis of all the various species of blood or bacterial 
cells. 

Kraus ( 12 ) goes still further. He found that rabbit erythrocytes 
could be protected by normal horse serum against several different 
blood poisons, and concluded ^^that any given haemolytic poison 
acting on rabbit blood, can be paralyzed in its action by means 
of normal horse serum.” 

In view of the theoretical importance of this subject, we have 
thought it advisable to study the question of the unity or plurality 
of normal antibodies. In doing this we have studied experiments 
already reported and have supplemented these with some observa- 
tions of our own. 

So far as the haemolysins are concerned, it has long been known 
that many sera have the power to dissolve the blood-cells of a 
number of other species. It is only recently, however, that we 
have learned how easy it is to produce artificial hcemolysins by 
immunization. The specificity of these artificial haiinolysins was 
first demonstrated by Bordet (2), but it was not until Ehrlich 
and Morgenroth devised elective absorption tests dO) that the 
subject became clear. This procedure is based on EhrlicKs con- 
ception of a chemical union of erythrocytes and hemolysin; it 
consists in saturating a serum which contains several hjnmolysins, 
with erythrocytes of one of the species, under conditions which 
prevent the solution of these cells. Under these circumstances 
the erythrocytes combine with their specific ha 3 molysin, and 
abstract it from the fluid. On centrifuging, it is found that the 
fluid contains only the remaining haemolysins, and these have not 
diminished in amount. By means of this procedure, Ehrlich and 
Morgenroth (ii) demonstrated the existence of several distinct 
specific hemolysins in a normal serum. They showed that a normal 
goat serum which dissolved the blood-cells of guinea-pigs and 
rabbits, could be freed from one of these hsemolysins by treatment 
with the corresponding blood-cells, the other hmmolysins remaining 
unaffected. It is to be noted, however, that the hsemolysins consist 
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of two parts, which Ehrlich terms interbody and complement 
respectively. The interbody combines with the erythrocyte on the 
one hand, and with the active dissolving agent, the complement, 
on the other. The experiments just described, therefore, demon- 
strated merely the plurality of the interbodies, and shed no light 
on the unity or plurality of the complements. In fact it was 
easily conceivable that a single complement (the alexin of Buchner 
and Bordet) fitted to both interbodies and effected the solution 
of both species of erythrocytes. Ehrhch and Morgenroth, however, 
were able to demonstrate that the complements concerned were 
different. They filtered a serum through Pukall filters, and so 
effected a separation of the two, one of the complements passing 
through completely, while all but traces of the other were held 
back. It was thus shown that the haemolytic power of the normal 
goat serum against rabbit and guinea-pig blood was due to at 
least four distinct substances existing independently in the serum 
side by side. 

Nuttall (1'^) was able to show that normal rabbit blood was 
bactericidal for B. anthrax, B. subtilis, and Bact. megatherium; 
Nissen d®) demonstrated the bactericidal power of rabbit blood 
on cholera and typhoid bacilli, and on coccus aquatilis, and 
Buchner (4) found that cell-free blood serum of rabbits acted 
on anthrax, erysipelas of swine, typhoid bacilli, cholera, etc. 
There is considerable variation in the action of the serum, on 
different bacteria. Thus Nuttall found that rabbit blood acted 
on anthrax bacilli, but not on staphylococcus aureus. On the 
other hand, different sera behave differently on the same species 
of bacterium. Thus Buchner found ox and horse serum without 
effect on typhoid bacilli. The question again arises, whether the 
bactericidal" action of normal sera is due to a single substance or 
to different substances. 

Experiments to decide this question were made by Nissen 
although it must be admitted that they were not entirely conclusive. 
He injected a rabbit intravenously with large quantities of the 
coccus aquatalis and observed that the blood obtained immediately 
after had lost its bactericidal power for this coccus, while the 
bactericidal power for cholera and typhoid bacilli remained 
unchanged. 

Extensive investigations concerning this point were then made 
by Bail ci) who employed the absorption test. He found on 
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on adding dead staphylococci in not too large quantity to rabbit 
serum, that the clear fluid separated by the centrifuge was still 
bactericidal for typhoid ba^cilli, but not for staphylococci. The 
test also succeeded when done vice versa, and with staphylococci 
and cholera, as well as with typhoid and cholera bacilli. 

By means nf the absorption test I was able to demonstrate 
that the bactericidal substances of normal rabbit serum were 
independent of the hasmol3rtic substances. Thus, on adding anthrax 
bacilli to normal rabbit serum, and then centrifuging, it was possible 
to remove the bactericidal power against anthrax without in any 
way impairing the hsemolytic power of the serum for goat and 
sheep blood-cells. 

From what has been said it will be seen that the bactericidal 
action which normal rabbit serum exerts on different species of 
bacteria is found, by experiment, to be due to several distinct 
substances in no way dependent on one another. 

In the case of another class of antibodies, the agglutinins, recent 
investigations have shown that they too may exist preformed in 
normal serum. Here again the question arose whether but a 
single substance was concerned, or whether there were many 
different substances. 

The first experiments in this direction were made by Bordet ( 3 ), 
who studied normal horse serum. This has the power to agglu- 
tinate cholera and typhoid bacilli. By means of the absorption 
technique of Ehrlich and Morgenroth, Bordet found that after 
centrifuging serum which had been saturated with one of the 
organisms, the agglutinating power for that organism would have 
been lost, while that for the other organism would still be present, 
and vice versa. Subsequently Malkoff (i4) reported similar results 
with red blood-cells. He found that normal goat sefum agglu- 
tinated (without dissolving) the erythrocytes of the rabbit, 
pigeon, and man, while the erythrocytes of other animals were 
but little or not at all agglutinated. Furthermore, it was found 
that there was considerable individual fluctuation in the serum 
of different goats. Working with the goat serum, which agglu- 
tinated the three bloods just mentioned, he found that by adding, 
for example, pigeon erythrocytes and then centrifuging, the cen- 
trifuged serum would have lost its agglutinating power for pigeon 
erythrocytes, but was still able to agglutinate the other two species 
of blood-cells. The experiment succeeded in all possible com- 
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binations, so that even when two species of blood-cells were 
added at once, the agglutinating power for these could be reduced 
to nil while the power for the remaining species of blood was unim- 
paired. We see, therefore, that the results are entirely similar to 
those obtained with the hsemolysins and bacteriolysins; the 
agglutinating power of normal serum on different species of cells is 
due to separate and distinct substances contained in the serum. 

In addition to the foregoing we may also consider for a moment 
those antibodies which act, not on bacteria or blood-cells, but 
on ferments and toxins, in other words, the antitoxins and anti- 
ferments. These bodies are not known directly, but only indi- 
rectly by their neutralizing effect; we know little about their occur- 
rence in normal serum. Landsteiner citing also the older 
literature, found antitryptic substances in normal rabbit, guinea- 
pig, and ox serum. Morgenroth ds) found antibodies against 
rennin and against cynarase in the serum of normal . goats and 
horses. By specific immunization this investigator was able to 
show that rennin and cynarase were two distinct ferments, and 
that the antirennin of normal serum was distinct from the normal 
anticynarase. Morgenroth found that the relative amounts of the 
two antibodies differed in two horse sera which he investigated. 

The existence of normal antitoxins has also been reported. 
Meade Bolton, and later Cobbett (6) found that a considerable 
proportion of normal horses had diphtheria antitoxin in their 
serum, and that the amount of this was very variable. Wasser- 
mann dS) found that not a few normal human individuals had 
diphtheria antitoxin in their blood. Ehrlich (7) encountered a. 
normal horse serum -which contained an antibody against teta- 
nolysin, and Krauss ( 12 ) found normal horse serum effective against 
a number of hsemolysins. In a paper which Dr. Wechsberg and 
I hope soon to publish, it will be shown that we have constantly 
found, in normal human serum, an antibody against staphylotoxin. 

In view of the fact that horse serum protects rabbit erythro- 
cytes against tetanolysin, staphylolysin, and other hsemolysins,, 
Krauss concludes that the protective action is due to a single 
substance in horse serum, and then concludes further that these 
hsemolysins differ only quantitatively and not qualitatively. A few 
exact quantitative experiments would have convinced Krauss that 
this assumption of the non-specificity of hsemolysins is absolutely 
incorrect. It can be shown that an antistaphylolysin, artificially 
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produced by immunizing rabbits, protects only against staphylolysin, 
and not against tetanolysin. This is well shown in the paper 
about to be published by us. So also it can be shown that a tetanus 
antitoxin derived from a horse has a marked protective action 
against tetanolysin, whereas the protective action against staphy- 
lolysin is no greater than that of normal horse serum. Finally, it 
can be shown that normal horse serum usually protects against 
tetanolysin and staphylolysin, but not against the hsemolysin of 
normal goat serum. The last-named, it will be remembered, acts 
on rabbit blood-cells. These hsemolytic poisons, therefore, differ 
qualitatively from one another. 

We see, then, that the antibody present in normal horse serum 
does not protect rabbit erythrocytes against all blood poisons, for 
it is not able to prevent the solvent action of normal goat serum. 
Furthermore, it will be seen from the following experiment that 
the protective action against a number of different blood poisons 
is not due to a single substance. The blood poisons employed 
were tetanolysin and staphylolysin, and the serum of four normal 
horses was tested against these quantitatively. To begin, it was 
necessary to determine the complete solvent dose of tetanolysin 
and of staphylolysin for one drop of rabbit blood. Then the 
amount of horse serum which sufficed to completely neutralize 
(inhibit) this dose was determined. The following is an abbre- 
viated protocol of such an experiment. 

The complete solvent dose of the staphylolysin employed (14-day 
filtered bouillon culture of staphylococcus pyogenes aureus) was 
0.05 cc. for one drop of rabbit blood. The solvent dose of tetan- 
olysin was 0.25 cc. 


TABLE I. 



No. of cc. which entirely Neutral- 
izes the Effect of a Complete 
Solvent Dose of Staphylolysin. 

No. of cc. which Entirely Neu- 
tralize the Complete 
Solvent Dose of Tetanolysin. 

Horse serum 1 

0.025 

0.075 

0.025 

0.25 

0.25 

0.05 

more than 1 

0.25 

Horse serum 2 

Horse serum 3 

Horse serum 4 



That is to Say, the number of doses of antibody contained in 
each cubic centimeter was 
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For horse serum 1 , 
‘ ‘ horse serum 2 . 
* ^ horse serum 3 . 
horse serum 4 , 


Antistaphylolyain. 

40 

13.3 

40 

4 


Antitetauolysin. 

4 

20 

less than 1 
4 


Compared to each dose of antitetauolysin there were in 


Horse serum 1 

Horse serum 2 

10 doses antistaphylolysin 

0.67 

more than 40 doses antistaphylolysin 

Horse serum 3 

Horse serum 4 




Such a result, however, can be explained only by assuming the 
existence of two different antibodies. 

The point is proved by another experiment. To a given speci- 
men of horse serum whose antitoxic power for staphylolysin is 
known, enough staphylolysin is added to completely satisfy the 
antistaphylolysin. When this has been done it will be found 
that the antitoxic power for tetanolysin has not been affected. 

Thus we see that wherever the bactericidal, haemolytic, 
agglutinating, antifermantative, and antitoxic powers^' of normal 
sera are carefully analyzed, they are found to be due to separate 
independent substances for each action. By this we do not mean 
to say that the origin of these substances is necessarily to be 
ascribed to the action of the elements against which they are 
found to be directed. On the contrary, for many of these sub- 
stances, e.g., diphtheria antitoxin in normal horses, it seems likely 
that certain normal side-chains of whose physiological purpose 
we are still entirely ignorant happen to have affinity to a group 
possessed by some bacterium, ferment, or toxin. 

The presence of an antibody in normal serum merely proves 
that the animal somewhere possesses certain chemical groups, 
receptors, which happen to have an affinity to the bacterium in 
question; and that normally there is a moderate overproduction 
of these receptors with a consequent appearance of thrust-off 
receptors in the blood. 

This thrusting-off, then, is a physiological process which we are 
able to influence by immunization. As a result of this there is a 
sudden enormous overproduction of one particular receptor, a kind 
of pure culture of the receptor grown in the animal. It is obvious, 
however, that wherever we are able by immunization to cause an 
excessive thrusting-off of a receptor, there also will it be possible 
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XLIIL THE BINDING OF HAEMOLYTIC AMBOCEPTORS.^ 

By Dr. J. Morgenroth, Member of the Institute. 

It has been established that the haemolytic amboceptors are 
bound by the blood-cell receptors for which they have a specific 
affinity. In earlier papers^ it was experimentally shown that the 
amount of amboceptor which can be bound by the blood-cells 
varies to an extraordinary degree. We call an ^'amboceptor 
unit/' ^ the amount of amboceptor which suffices to dissolve a 
certain quantity of red blood-cells (1 cc. 5 % ‘ suspension) when 
plentiful amount of complement is present. Experience has shown 
that the combining capacity of the blood-cells varies from one to 
one hundred amboceptor units. On centrifuging the blood-cells 
after these have bound the amboceptor, and resuspending them in 
salt solution, it will be found that the amboceptor remains bound 
unchanged, and is not given off to the fluid in demonstrable quan- 
tities at room temperature. It was natural to investigate the 
firmness of this amboceptor union in suitable cases, namely, cases 
in which a multiple of the amboceptor unit had been anchored. 

By repeated centrifuging and resuspension in salt solution, it 
is possible to obtain blood-cells laden with amboceptor in a medium 
entirely free from recognizable traces of amboceptor. A curious 
phenomenon is observed when fresh blood-cells of the same species 
are added to such a suspension. After a time some of the ambo- 
ceptors originally bound to the blood-cells pass over to the new 

^ Reprinted, from Munchener med. Wochenschrift, No. 2, 1903. A more 
recent discussion of this subject by the same author will be foimd in Biochem 
Zeit^hrift, VoL XX, 1909. 

^ Ehrlich and Morg^oth, Berliner klin. Wochenschr. No. 10, 1901. This 
volume, page 71. See also Ehrlich, in Nothnagel’s Spez. Pathologie u. Therapie, 
VoL VIIL 

’ Morgenroth and Sachs, Berliner khn. Wochenschrift, No. 35, 1902. This 
volume, p. 254. 
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blood-cells, so that finally all the blood-cells in the mixture contain 
an amount of amboceptor, sufficient, when suitable amounts of 
complement are added, to produce complete solution of the entire 
mixture. This is shown by the following experiments. 

To 20 cc. 5% serum-free suspension of ox blood-cells one adds 
4.0 cc. inactive serum of a rabbit immunized against ox blood. 
The complete solvent dose of this immune serum (for 1 cc. 5% sus- 
pension) when 0.1 cc. guinea-pig serum is added as complement, 
is 0.0015 cc. The amount employed in this experiment therefore 
contained 130 amboceptor units. The mixtures were kept at 38° 
for one hour, and frequently shaken. The blood-cells were sepa- 
rated by centrifuge, and washed three times with 40 cc. salt solution, 
and then made up to the volume of the original suspension. The 
last wash water was free from amboceptor. One cc. of this sus- 
pension was mixed with one cc. of a fresh 5% suspension of ox 
blood-cells, and the mixtures kept for one hour in a water-bath 
at 40°. On adding 0.2 cc. guinea-pig serum, it was found at the 
end of fifteen minutes that complete solution of the entire quantity 
of blood had ensued. 

This shows that in the course of one hour at 40°, the blood-cells 
added afterwards had absorbed at least sufficient amboceptor to 
effect solution. Similar experiments with blood-cells laden with 
3, 6, 10, and 60 times the amboceptor unit yielded entirely analogous 
results. The action takes place even at 0° C., though much more 
slowly. 

The result of these experiments is apparently at variance with 
earlier statements, that the fluid is free from amboceptors. It is 
obvious that the amboceptors can only get from one blood-cell 
to another by way of the fluid medium. The contradiction, how- 
ever, is explained by assuming that the fluid is not absolutely free 
from amboceptors, but contains such minute traces that they 
escape detection. When, in the experiment, the blood-cells subse- 
quently added combine with the amboceptors present in the fluid, 
conditions are produced whereby, in accordance with the law of 
chemical equilibrium, additional small traces of amboceptor are 
liberated into the fluid. With the anchoring of this by the fresh 
blood-cells, the process is repeated, so that the latter bind more 
and more amboceptor. 

In the binding of the amboceptors we are therefore dealing 
with a reversible process in which the equilibrium is such that 
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the quantity of ara!M>eeptor in solution b- Uj^ially too minute to 
be fif^terti'iL Similar in the isolutiiiri have reeratly 

diwrilM^I for tlit* litenioiytit^ j^iihHtanres of eertain oriraii €^xtraet.^. 

sulistaiiees are only veiy' ^liirhtly soluble in salt solutiofi. 
Nevertheless, whc^n siiset^ptil)le bkmd-eelb are prest.^iit at the* same 
ttie siil.>gtaiiec\s are aiirhored by the cells, i.e., abstraetecl 
from the while a further minute quantity is given off to 

tht^ solution. In conneetion with the experiments made at that 
timed w'e called attention to the analog}’ existing Ijctween this 
phenomenon and certain oceurrenees in dyeing. 

It was neeessaiyu now% to detemiine how the cooiplete h£i?mf3lj- 
sin, i.e., amlx>eeptor plus complement, wouhl Ix^have in an 
experiment of this kind. The result was highly mteresting, for 
it was found that the ability of the amboceptor to pass from the 
receptor of one blood eor|:>usele to that of another existed only 
TO long as the amboceptor had not also combined with comple- 
ment. On adding immediately a suitable amount of complement 
to mixtures of blood-eeiis laden with amlxiceptor and fresh blood- 
eells.^ it will be found that only the former are dissolved, i.e., only 
half of the mixture. Even when the complement is added after 
10, HI, or 40 minutes, only part, of the blood-cells is dimdved. It 
is only when the complement is not added untfl after sixty minutes 
have elapsed, i.e., after time has been given to permit the pa^g:e 
of sufficient amlx>ceptor, that complete h«molygib occurs. 

Tvrenty ec. of a 5% suspension of ox Mood-celk I'rrod from 
TOram are mixed with 0.048 cc. of the inactive immune TOrain—lS 
amboceptor units. The mixture is kept at 38® and frequently shaken^ 
after which the blood-eelk are separated by ceatiifuging. The 
blcMxi-celh are wMhed three times with salt -solution until the 
WMh water is entirely free from amk>cepto-r. After making the 
susi^nsion up to the original volume, 1 ec. doses are mixed witli 
1 cc. dc^s of a fresh 5% suspension of ox bk)od-celIs, The mixtu.r^, 
kept in a wate^r-b&th at 4IF each, reeeivid 0.2 ec. do^ of guinea-pig 
TOram at different intervals, namely, at on^, and ^ter 10, ID, 
40, and W minute. In ortier to pitxluce the maximum hsemolytie 
effect, all the lubes were kept in the water-bath for thiw houiB. 
At the end of that time, half of the biocKl-cels, com»p>ndiiig to 


* and Mc»f&iir©4h, kla. Woeh^^eirift, Mo* 37^ 

TMs volume, page 267. 
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the 1 cc. of sensitized blood-cells, had, of course, dissolved. The 
degree of solution which the other half had undergone, varied 
with the length of time after which the complement was added, 
and is shown in the accompanying table: 



Complement Added. 

Degree of Solution, 

1 

at once 

0 to slight 

2 

after 10 minutes 

slight to moderate 

3 

‘^20 

moderate 

4 

30 

strong 

5 

60 

complete 


On subsequently adding a further 0.2 cc. guinea-pig serum to 
tubes 1-4, and placing them in the water-bath, complete solution 
was produced. 

It is not difficult to explain this phenomenon. On adding 
complement to mixtures of sensitized and fresh blood-cells, the 
complement is rapidly bound by the anchored amboceptors. We 
know from earlier experiments that these have an increased affinity 
for the complement.^ If the amount of complement is relatively 
small, while that of the anchored amboceptors is large, it is obvious 
that only part of the amboceptors will be occupied by complement. 
The anchored amboceptors which have bound complement are 
evidently no longer able to let go of their receptor. This fact 
shows that the anchoring of the complementophilc group of the 
amboceptor produces an increase in the binding power of the 
cytophile group. The anchored amboceptors which are uncom- 
bined with complement, naturally retain their freedom of move- 
ment, and are thus enabled to pass over to the freshly added blood- 
cells. This is demonstrated by the occurrence of haemolysis on 
the further addition of complement. 

We believe that these experiments constitute an important 
addition to our knowledge of the relations existing among ambo- 
ceptor, receptor, and complement. From a well-known experiment 
made by Bordet, ^ we know that after haemolysis has begun, ambo- 
ceptor and complement remain permanently combined. Bordet 


^EhrMch and Morgenroth, Berliner klin. Wochenschr., No. 1, 1899. This 
volume, page 1. 

^ Bordet, Annales Pasteur, No. 5, 1901. 
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determined the quantity of blood-cells which would just be 
completely dissolved by a hsemolytic serum when the cells were 
added at once. He then divided the blood-cells into two equal 
parts, added one part and then the other after the first had been 
hsemolyzed. The second portion remained undissolved. Bordet 
incorrectly interpreted this as indicating a physical adsorption 
of the amboceptor, but, as already indicated,^ the phenomenon is 
due to the fact that the blood-cells bind multiples of the amboceptor 
unit. 

Attempts to liberate bacterial agglutinins from their combina- 
tion with the cells were made some time ago by Hahn and Tromms- 
dorff.2 These investigators treated agglutinated bacteria with 
weakly alkaline and weakly acid solutions and actually succeeded 
in liberating a portion ■ of the bound agglutinin. The agglutinin 
so liberated was still active. More recently Landsteiner^ succeeded 
in liberating the agglutinin from agglutinated blood corpuscles by 
digestion with physiological salt solution at 50^. This author, 
moreover, found that even at lower temperatures a certain amount 
of agglutinin passed into the salt solution used for washing the agglu- 
tinated cells, and he therefore concludes, probably correctly, that 
the combination of cell and agglutinating substance decomposes 
even at ordinary temperatures, though to a less degree than at 
higher temperatures. 

It is necessary constantly to call attention to the significance 
of the chemical union of the amboceptors for a correct understanding 
of the fundamental principles of the immunity reactions. We 
are here dealing with a chemical binding which is unaccompanied 
by any toxic action whatever, but which at any time, through the 
addition of complement, can become manifest by such action. Just 
this makes it possible to demonstrate the essential distinction 
between the chemical binding and toxic action, a distinction which 
finds its expression in the separation of the toxin molecule into a 
toxophore and a haptophore group. Gruber and Durham^ were 
the first to demonstrate the fact that cholera vibrios could remove 
cholera-immune bodies. Since, however, they identified these 

^ Ehrlich and Morgenroth, loc. cit. 

2 Hahn and Trommsdorff, Mdnchener med. Wochenschrift, No. 13, 1900. 

® Landsteiner, Wiener klin. Rundschau, No. 40, 1902, and MOnch. med, 
Wochenschrift, No. 46, 1902. 

* Gruber, Wiener klin. Wochenschrift, No. 12, 1896. 
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bodies with the agglutinins, they could inc^rcly conclmii’ Ihiil I lie 
agglutinins were used up in the reaction. That a suhstaiice is iiMai 
up as a result of its action, is however, H<*lf evidtuii, and 
the basis of all dosage*, if this wcTct not so \%v shouhl able uitli 
any poison to produce an endh^ss toxic action, just as Ihenrctically 
ferment action can go on indefinitely, Alihougli of gn^iii iiiijior-* 
tance in itself, all that ( JrulKtr d(unonHtrate<I was th<» fact tliiii I rent « 
merit with specifically acting agenedes causes! the Huhsliiiifn^s l«i 
disappear. An insight into tlie nature of this proc'<‘Hs, |>i4rtifii!ii-r!y 
whether it was a destruction or iiu^rely a binding, would Iiiivi* r«*i|tiiri*d 
a further systematic analysis, and this wm not mideriiikeii* Mtire- 
over, Just this analysis would bc*en €»xtn*fnely teraiiK*'? 

of the views then and perhaps still ladd by Itial 

agglutinins and bacteriolysiiis are identicid. 


* Gruber, Mtiociiener Woetefwdmft, No, IIMII . 



XLIV. TIIK JOINT ACTION OF NORMAL AND IMMUNE 
AMBOCEn'ORS IN IIA^MOLYHISA 


By Dr . Hash Havaih, 

ITeifpeii Asn FiiiEntiKHciEit^ havit nwnily puhliHluHl mmm 
VFry film«*rvitt,ionH roncornini^ tlu^ ntitil)arii*riolyiic 

luiJran cJ iifirioftl mTit. They finti, far <'xatn{>k% that ruirtiiitl HFra 
whir'll ill thi*nw«*Ivi*'H tm antilyiict |Kiwar, iw'quirf^ mirh power 

oil difrr^iiiijg thrill with hartrriii. CJuriouHly alnci, thr Hf^ra itiiw 
trimlad l.a*rriiiir i 4 |a*rifiriiHy iiritilytir, hc> that a Hrnun irratrd with 
rlwlrm vibricifi ac*f|iiire»i« inhibiting prnja'rttins only iigaini^i tlin harirt- 
rinlywiK (if itim* iirgiiiiiKinH; a waiini trratml with iyplintd Iifiailli 
prcitrcttK only typlmid hiwnlli iigaiiwt hacirrinlyieifi. 

Uiiw la Ihia arlinri in la? ricpliiinrct? Hn far m wo know from 
piwt mci'M'!rinn(*oii, aritilylir KuliKianetm in ai^nitn may ho riilir^r iiniL 
aiiilMHM»ph.in 4 cir aiitieoiripbrniniia. Thii data eoiiiiiiiMal in tins 
tx|:M:*rimoiit#i iif Fftdffrr and FriiMll;Mirgt*r bava 110 rcicirn for dmibi 
that afitiaiiilMiorplori may lie iiKelucIed; th<i iiiithom, Iiowovor, 
almi (icadare tlioir (lialM*licff in aiitbompbrnotita m the c*at»e of tho 
&iitilyli(! acdlori, find fool thitmi^flvoa (tompcdled to {Kiitnkto tlio 
mhUmee of mm^ liillii^rto iiriknown aubatnneim. 

Wfi have? oiirrftiily niiidiod IIk! i*%pi!rlnjc*ritii mportiKl and tMdtiivo 
that two fMiitiiblf! riplnniiiioiia pmiamt thomaalvaa. Tliiw wo miiy 
tM*li(?¥o thill tiii! iiiitllyfiiiiM in cjni*iilioti am antirorriplrrnoriia, wlticdi 
in tlici native! mTiirii, lire* s.in, hideh^ri, hy iiortinil 

i!OfiiitiiiiD!iitji. Ill tlic* dige»iilifin with biiote^riii, the^ao tiontiiil roii- 
atiiiiitny &m n*m(ivf*d (airitMii.a»ptom), The olh(*r iMiMailiilily m 
iliiit tlirfiiigli the troiiliiiimt with baole^ria tlio bimtiiriid roropiora 
art? lilM*riit4»fi ii ilii! acrtiim mid itinri* fuiirtbriatii fta m'ttiiintlairrptor#i. 
This liiu iilmiily ttonii «iiggi*ati?il hy Ikmmdkii^. ll k ohviotia that 

* 'Er|irifil»l from I>«il«tie mid. Wei«li«fteieltrift, Ho. IH, I!I0§. 

* Ifriffrr attfi iTlidlM^rpir, llriiliKflwf mmL Wiiehtiwehr., Mo. h 

* Il€«r»ika^ lliilli*tln l*a»t€ttr, T, iii, IfICtS. 
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the second, of these two alternatives would at once explain the 
specific action of the antilysins. On the other hand, it is difficult 
to reconcile it with the findings of Pfeiffer and Friedberger, namely, 
“ that it is possible, out of a mixture of inhibiting serum and immune 
serum, to extract the amboceptor by the subsequent addition 
of bacteria.^^ While thus compelled to leave open the interpreta- 
tion of the results reported by Pfeiffer and Friedberger, we should 
like to report on analogous findings which we encountered with 
haemolytic sera in the course of experiments made to check up 
Pfeifer and Friedberger's results. Owing to greater ease with 
which test-tube experiments can be controlled, these experiments 
proved more susceptible to analysis. The bloods employed were 
from sheep and pig, and these were haemolyzed by the correspond- 
ing immune sera ^ with guinea pig serum as complement. 

Neither combination is inhibited by inactive normal rabbit 
serum, and yet, as soon as this serum is digested with sheep blood 
or with pig blood, it is found to have acquired antilytic properties. 
This inhibition ' of haemolysis, moreover, is specific, so that when 
sheep blood-cells have been used for treating the serum, the inhibi- 
tion extends only to the haemolysis of sheep blood, but not to that 
of pig blood, and when pig blood is used, the inhibition applies 
only to pig blood haemolysis. 

This is illustrated by the following experiment: To 10 cc. inactive 
rabbit serum were added the sedimented c^lls from 10 cc. sheep 
(or pig) blood; the mixture was kept at 37° C. for one hour, and 
then centrigufed to separate the serum from the blood-cells. The 
supernatant fluids thus obtained were added in decreasing amounts 
to constant quantities (0.1) of active guinea-pig serum, and digested 
for half an hour; then 1 cc. of a 5 % suspension of blood and a suitable 
amount (1^ amboceptor units) of amboceptor was added. Native 
rabbit serum was treated in exactly the same manner as the super- 
.natant fluids. 

The following table shows the degree of solution noted in the 
•different combinations. The tubes in Column A contained sheep 
blood plus 0.01 cc. of the corresponding immune serum; the tubes 


' The immune serum for the pig blood was obtained by immunizing a rabbit 
with pig blood; that for sheep blood was obtained by immunizing a rabbit 
with ox blood, as this was found by Ehrlich and Morgenroth (Berlin, klin. 
Wochen., 1901, Nos. 21 and 22) to be haemolytic also for sheep blood. 
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in Column B, contained pig blood plus 0.015 of the specific ambo- 
-ceptor. The figures in each column denote: 

1. Native rabbit serum. 

2. Rabbit serum treated with sheep blood. 

3. Rabbit serum treated with pig blood. 


TABLE I. 


Amount of 
Rabbit 
Serunl. 
cc. 

A 

B 

1 

2 

3 

1 

2 

3 

1.0 



0 







0 

0.5 



0 







0 , 

0.25 



0 







0 

0.15 


CD 

ft. trace 




CD 


CD 

0 

0.1 


D 

slight 


"o 

1 

CD 


(D 

faint trace 

0.05 


a 

slight 


& 


Qi 

i 

f 'H. 

slight 

0.025 


B 

o 

almost complete 


1 


B 

o 


I 

moderate 

0.015 


o 

complete 


o 


o 


CD 

strong 

0.01 



i ( 







strong 

0.0 



t ( 







complete 


This table gives a beautiful illustration of the point noted by 
Pfeiffer and ‘ Friedberger, namely, that the rabbit serum, which 
has no antilytic properties whatever, exerts a specific antilytic 
action after it has been treated with the corresponding blood-cells. 
It is a simple matter to show that this antilytic action is not directed 
against the amboceptors. One need merely mix amboceptor and 
inhibiting serum, and then digest the blood cells in this mixture. 
After centrifuging, it will be found that the sedimented blood-cells 
are readily hsemolyzed on the addition of complement. This, 
of course, shows that the amboceptor cannot have been affected. 
Under these circumstances, and in the light of our past experiences, 
we would ascribe the action to anticomplements, but in doing so 
we encounter apparently a great difficulty, the specificity of action. 
But is this specificity really irreconcilable' with the assumption of 
an anticomplement action? It seems to me that no such difficulties 
exist in our case, and would ask the reader^s attention to the fol- 
lowing considerations: 

It can be shown that the inhibiting effect produced by a serum 
after digestion with a particular species of blood (in our case with 
sheep blood), is due essentially to the absorption of normal ambo- 
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ceptors acting on skeep blood-cells. If one allows the normal 
amboceptors to participate in the reaction hy themselveSj it will be 
found that the antilytic efect is not produced. 

The demonstration is made as follows: An inhibiting, serum^ 
prepared by treating rabbit serum with sheep blood-cells, is mixed 
with complement (0.1 cc. guinea-pig serum) and allowed to act 
on sheep blood-cells which have been sensitized in one case with 
immune serum, in another case with this and normal rabbit serum. 
The result is shown in the following table. 

In Column I the reagent consisted always of 1 cc. 5% sheep 
blood sensitized with 0.002 cc. immune serum obtained by im- 
munizing a rabbit with ox blood-cells. 

. In Column II, the sheep blood was treated in exactly the same 
manner, and then digested with 0.5 cc. normal rabbit serum, where- 
upon the blood was freed from serum by centrifugalization. 


TABLE II. 


Amouat of Rabbit 
Seram Previously 
Treated with. 

Sheep Blood-cells, 
cc. 

I 

1.0 

0 

0.5 

0 

0.25 

0 

0.15 

faint trace 

0.1 

slight 

0.0 

complete 


II 


1 

I complete 


It will be seen from the table, that through the coaction of 
the normal amboceptors of rabbit serum, the antilytic action dis- 
appears, and this at once explains why the inhibiting function 
should be absent in native serum. The inhibiting antibodies are 
really present in native rabbit serum from the outset, but they 
are hidden by the simultaneous action of the normal amboceptors. 
The experiment further shows that the digestion of serum with 
blood-cehs does not bring about, for example, a tearing off of receptors 
through the agency of the normal amboceptors. (Such a combina- 
tion in the serum fluid, moreover, would really act like an anti- 
complement). Column II shows that the normal amboceptors are 
really hound by the blood-cells. From the behavior of the various 
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mB 

cfinibinal lorm, we must furth<*rmore conclude that the ahHimee 
of iiiitilyti<! aetion of native si^rum is only apparf»n’t. lliemolysis 
of the Hlif^ep Idood-cells by the immune sc^rum is irihil>ited, tnii in 
place of thw the normal ainhoeeptors of rabbit H<*nini into 

play and effect ha*mc>!ysiH with the aid of th<^ <airnplemeni of giiiiieii- 
pig nerarri. This, of course*, affords a natural explariiitieni for the 
specificity of the phtuiomenon. Th<‘ ral)l)it sc*rurn which was treated 
with sheep blcxHl-ecdls has lost the arnhofatptors for sheej) lilood, 
but still eontains liaise* for [dg lilood. lhaiee it irdubitH ttnly the 
lurmolysiH of shei^p blood by inirnuiu^ H(*runL When the si*rutn 
is tnuitcal %vith pig b!oc>ih tlu* ladiavior, of course*, Lh just the reverse 
of thin. 

This explanation of the sfM*cificity harmonims very well with 
the vifnv that the inluhiting sitlistariees are iiniicornpleriietits. It 
is only necessary to assume that th<* antieompleriients act sperifl(»iilly 
in the sense that under suitabh* cemditions only the iiriiuiuie nrei 
not the normal iiinboecptors are prev(mte<l from (auiitdning with 
the coriii^lerneiit. It iriight la* asstiimal, b>r c*xnrrip!c, that llie 
aeiivation of norriiiil iintl irnmiutf* andaH^eptfirs is efferied by dif- 
ferent C 0 niplerrieiits, It m^erns Htmph*r, howi!V<‘r, to mmmw tiiat 
the emiij>ieriieritophile group of ihi? normal antboci^piors has a 
greiiter iilFinity iliaii that of the iiiirriitne iimboei^piiir. At first 
siglit tl'ik may a}>|M*iir rernarkiiide, but it i« not rmlly so. It m 
true lliiit cine can usiiiilly rc^gard the itiitimne arribcirf*piors as tinvirig 
the sfcrottgftr iifUriily, lint this grrtali^r iiflinily tipplies only to Ilia 
cytoiililk* group, Le., iltt! group whose oceupiition reiilly gave rise 
to the irmriuriiiy rimctiom So far as the norriiiil iiirilMiceptorw nrii 
eoncernecl^ there is another rf*ason for iMdieving Ihiil Ilit* eoinplcv 
nientophile appnriiiiis immmmm a greater iifliriity. Antirriftifile- 
niimts, fiK Klirlicli and Morgenroth ^ have iilrendy shown, iirr* notli- 
ing ificire tliari ariilMiceptora whicli tiavi* maelied tlie blood ntmmm* 
Arcairdiiig to this view, a.riifieially prodiieed i4iil-ieoiTi}>leftiefit8 
are iiiiilineepton wliiidi diffi*r from the amtioceploim proiliired in 
mmpimm* to cells irijeeiions, only in the fact tliiit tindr llirttsfing* 
fill is due to the oectipiitiori of their mmpkmmfophile group, Clrig- 
iiiiifiiig ill this way, a tint oral sidectbri of eoriipleniefiliiptiile griiiijm 
W'itli the gr«*iitest iiffiiiity, of eourw^, ciccura and this »iibsi*i|iif*islly 
shfiws itself in the increasiaJ iiffiiiity for the aiitieoiiijiletiietits, 

* Ktirlirli iifid Mor^ifurntli. Fifth C^ommtitilcatkm on iH«i 

page 71 of this 
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Since experience has shown that normal Bora bo frequent ly 
exert anticomplementary powers, we are eornp(*ll(*(l to anBiiiiio 
that the normal amboceptors, of which, as is w(‘ll krunvri, large 
numbers circulate in the blood, generally possess a high affinity to tli<‘ 
complement. Thanks to this high affinity tlu^y an^ ul>kj to 
the complement from the amboceptor concern(?(l in the mudum. 
Naturally, the question whether in a given case; tlie anilKH»t‘pt<ir 
is to act as such or as anticomplement, will depcuid in gtaioral 
whether it fits the given species of cell or not. In any event, iln* 
anticomplementary action as thus conceived correspondH entirely 
to Neisser and Weehsberg^s phenomenon of dcfk;ction of eoiiiide- 
ment by an excess of amboceptor. 

Returning now to the problem under discusBion, we find thiit 
this finds a ready explanation along the liru;B indicated. TIiib 
will be clear on studying the schematic figure appendt;(i. 



—iminiine amboceptor. NA*® normal amboceptor. smboeep* 

tors functioning as anticomplementa. complement. 


In Fig. 1 is represented the action of native rabbit ic^nim nii 
the haemolysis of sensitized sheep blood-cclls l>y gnincm-pig com- 
plement. The sheep blood-cells are loaded with the immutm ambo- 
ceptor (I A), The normal amboceptor of rabbit serum fitting U$ 
sheep blood-ceUs (NA) has likewise been anchored by the cell, anil 
has laid hold of the complement.^ 

In Fig. 2 the normal rabbit serum, through digestion with «hw*|i 
blood-ceUs, has lost its amboceptor for the^ cells. Under ihcmf 

^ ^ ^ The higher affinity of the normal amboceptora will b© itill further Inerta^i 
m favor of those bound to the cell, for it is weU known that in eombining witb 
the ceE the complementophile group acqtiir^ an inc r ^ i iWK l affinity. 
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cireumataiiec^H llw frw normal nmljoroptorH, wliic^h art. an aiiti- 
roiiijilrnieiilH {AV) romc* into piny niul (l(*fle(*i tin* ronii^kmiriit 
foriii tlif* iiriiiiiiiio niiilHH*<»|itor (7.4), 

It m iiii<!f*r.Htoo«l, of that in «nclc{ition to thono 

ill iiffniity, noino Hignific*am‘«» alno ho nt.tnoh<*tl to tin* law of 

imiHB iirtiiiii. TliiiH, if n vory j^nmtl cjuniitity of normiil aiiilto- 
c'opiorH uiiiloil in rolLn \h plnc*o«t honhU* an cmonncHiH ntinihor 
froo antifoiiiijIoiricmt.M, it pr>Hi^ihlc* that n tiofl«‘<*t..ion of roniplotiioni 
limy omnir. In with nutivi^ norinul aorn, Hurli. a dinpropur- 

lion h out i.if tin* «|UfHtioin for !»y inort‘UHin^ tho ipiantity of anti* 
ooriiphanofitH thri'o in alMo an inrroa^^o in Iho anihoof'ptorH 
tfio 01 * 11 . t)ii tin* othor !mii«h if tho h!ooch<’<*llii liuvi* only liooii 
Hliidtfly i/,od and whoii thou hu>* nmtaiutH of tin* irdiibittiit^ 

Honiin aro oiiiphivf'd, a .‘■flight aiitiiytio offooi may ho produoiol. 
If duo roijard h Mtvon to tho rolativo niriouritHof tJa* fiiolorH, and tho 
lihiod-rflLi aro ,HonHitiKod with tho propor proportion of rmriiiii! 
nmiinii no troiilih* will ho oKporiom*od in ohHm’vini^ tin* nlmrin^o- 
of iint-ilyti<* iirliiin ngnim'^i tho nornial arnhoooptor, hdr tho ajik«* 
of tho folknviiif^ oxporimont. h app**ntiod. 

Two aorira of imi inboii no* proparod, tho firat roniainini^ ClJ 
iH\ giiirioii-‘pi;i^ «4‘rijir{i jihm dorroiming nnioutilH at imtivi^ riihliit 
«f*riirin tlic! otiior foriliiinirig Ilia miiio nniourit of guiiion*|ii|C 
{ilim dooreiwirig uminmiH of rnhhit aortini wliic'h him provioimly 
libm-irbocl with KhiM*p filoocbrolln. To iMirh of Itio tuhm in ncldod ilioti 
1 c*i!, ri% iilica*p lilooibfolb wtiioh hiivit provioiiiity katri 
mdlli (1,5 cf!, iiorniiil rnlihil fW.Ttiiti, iiimI t^^piirnUal from tho i4f*riiiit 
by foritrifiigiili^mtiori. 11i« mmih in nhcmn in Iho following liilifr-* 
Tho cciriirci! willi ittiiiiiiiio iiriifioropior m nhowti in Colutiiii I, Tiiblo II* 
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A number of observations made during tint (•(nirse of other exfM*ri- 
ments gives additional support to the view that the inhibiting 
action is due to anticomplements whose actitm is hiiiiUui, in native 
sreum, by the normal amboceptors. Thus, it wiis ptwsible to bring 
about inhibition by absorption, only wln-n the stTUtn enijdoyed 
already contained amboceptors for the; blood-cells in (juesti«»n. 
Where these amboceptors were absent, no <'hange whatever was 
produced by the absorption, the serum eithiT inhibiting c-tpuilly 
well before and after absorjition, or not inhilnting at all. Normal 
rabbit serum, for example, is in no way changed when nltsorlssl 
with ox blood-cells, because it lacks fitting receptors for ihew cells. 
Owing to the fact, liow(!V('r, that it contains aaticsjmpletiients, 
rabbit serum even in its native state exerts an antilytie elTect ott 
ox-blood htemolyais, and this action is unafTetdetl by absorption 
either with ox blood or sh(S‘p blood. In this t!onn«*ction the indi- 
vidual variations obHerv<Hl in the behavior of ral>bit sera toward 
sheep blood is most instru(!tivc. Thus, I have eneountc'red ruhbit 
sera in which, by chance, the amboceptors for sheep blood were 
practically absent. These sera, however, even in the native slate, 
possessed an antilytie effect on sluM-p-bhaiil lucinolysis, and this 
was unaffected by tnsatment with sheep blotsl -cells. 

Finally mention should he made of a circumstanci; which makca 
it highly probal)Ie that tlu; substances in (piestifin are !tnticotn]»le- 
ments. Wc have seen that tin; inhibiting .s<Tuni prodiiees its effect 
when guinea-pig serum is u.srsl jis coinphTnent. On lh»? other hand, 
no inhibition will b(i producetl if rabbit serum is used as lamtpli*- 
ment. The amboceptors present are complemenleil with rnbbit 
serum just as well as with guinea-pig serum, and the failure of 
absorbed rabbit scrum to inhibit wlnui rabbit serimi is tnwd ns com- 
plement can be readily underakKjd if we regard the inhibition as 
due to anticomplements as already set forth, for it is w**ll kiii«wn 
that autoanticomplemonts are uncommon. 

It is, of course, impossible for us to say whether the data here 
reported are applicable to the olrservations made by ITejfler and 
Friedberger on bacteria. From what has Isam said it is apparent 
that the specificity observed by thewt,* authors would agree very 
well with the anticomplcmenji hypotht>8ia. Nor is tins hyjsithesis 
contradicted by the fact that a certain exmm of amlas’eptor iiuPifies 
the paralyzing action of the mhibiting nerum. In antieomjile- 
ment actions the quantitative reiationa between amboceptor, 
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rii, iiiici aritic'omplemc^ni tire ho irnportuiii that tho failum 
km whmi large* iiiiioiintH of ainlHH*<*ptor an* oniplcjyocl 
to the cliHjjroportion lH‘iwoc*ii tho roartiiig Hub« 
Tlii« phase of the Hulyeri has l>ec*ri irivt^stigated by Mor- 
rill Kiielwd Finally nif*riiion should hit made of a faet 
'ly PhdfTer iiiicl FriiHlbergi^r whieh Btroiigly HUppcirin Urn 
t*riieni theory, liy ini^nnH of haeterial ahsorpiicm they 
ill foriveriing normal rabbit, goat, and pigeon 
itirig serum, but failed to convert giumui-pig H(*rum. Yet 
rmtiihiiHlied by c^xperimrmts in thin dinsdion that bar.ter- 
im I'llaec; in the periioiwnil cavity of guhum pigs, iliai, 
firiln, thime iinimiik do furnish cornplenumt. Tint negative 
I i fieri with guini:*a-pig Henirri, therefore, may \m regarrlcHl 
■rig the alisencf^ of i;iutoantii*(>mpIements, anil the exper« 
riln adtiiiioiiiil reimcin for belie* ving that the aritagoniatic 
I cibserved by Ffitifler and Friedbergi^r are prolmbly 
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XLY. THE POWER OF NORMAL SERUM TO DEFLECT 

COMPLEMENT.! 


By Dr. Hans Sachs, Member of the Institute. 

Iisr a previous paper 2 the writer difieusBccl the action of eertain 
substances in normal serum which, according to Pfeiffer and 
berger,^ exerted antibacteriolytic effects. A recent study by (iiiy ^ 
leads me to take up the subject anew. Pfeiffer and Friculhctrgct 
had shown that normal sera which by thcmselvef} pohhc^hhihI no 
antibacteriolytic properties, acquired such propeitic^s if tiny were 
previously digested with bacteria. Moreover the sera obtained 
by this treatment exert specific antilytic properties, that in to niiy, 
a serum digested with cholera vibrios protects only cldortoi vilirirm 
against bacteriolysis, etc. I thereupon studied the Hairie cfiiidi"* 
tions by means of hamolytic test-tube experiments, imtl wm able 
to confirm the author’s findings. Rabbit Hcrum digesh^d with 
sheep blood-cells exerts antihscmolytic cffoctB dirc^cted praciifully 
entirely against the haemolysis of sheep blood. My mriwption 
of the mechanism of this action differs from that of Pfeiffer iinil 
Friedberger only in that I do not regard the inhibiting Biimtmimm 
concerned as new, hitherto unknown bodies. I beliovo that thii 
inhibiting effect, at least in the case of ha^molysinB, m due to iimtK> 
ceptorS; acting, as they often do, like anticomplcnrteiiti* That 
such amboceptors occur in normal serum is well known fwifn fiii« 
merous observations. At any rate, the views of Pfeiffer imd Fried- 
berger and my own probably agree in regarding the iiihibitiiig 
substances in the serum as prejormed, their action in native «i?nirii 


^ Beprinted from Centralblatt f. Bacteriologie, Vol. XL, 1106. 

^ Sachs- Deutsche med. Wochenschrift, Ho. IS, 1906. 

^ Pfeiffer and Freidberger, ibid. Ho. 1, and also Ho. 29, 1§IM. 

^ Gay, Centralblatt Baeteriologie, Grig. XXXIX, 1001. Bottitl- 

Gay, Collected Studies, Wiley &> Sons, 1009. 
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being hidden by the normal amboceptors which are removed by 
the digestion with blood-cells or bacteria. 

Gay believes otherwise. He has repeated my experiments, 
especially those dealing with haemolysis, and concludes that my 
explanation is certainly incorrect.' ' Gay believes that the cause 
of the phenomenon described is to be sought in a binding of com- 
plement by precipitates. According to him the precipitin is in the 
sheep-blood immune serum; the precipitable substance is in the 
rabbit serum digested with sheep b ood and comes from traces of 
serum remaining on the sheep blood after insufficient washing. 
This explanation, at first sight, seems most reasonable. We know 
from the researches of Gengou ^ that the combination resulting 
from the union of serum albumin and a corresponding antiserum 
has the power to bind complement. Through the recent investiga- 
tions of Moreschi^ and of Gay^ a great deal of interest has been 
aroused in this property, and M. Neisser and have reported on 
experimental studies in which we sought to utilize the complement- 
binding power of albuminous bodies laden with antiserum in a 
forensic blood test. For the question here at issue it matters not 
whether the precipitate as such absorbs the complement, or whether, 
as we believe, the albuminous bodies are sensitized by specific 
amboceptors in Gengou's sense, so that they then bind the com- 
plement just as do sensitized, cells. The main point is that accord- 
ing to Gay's view the inhibition of haemolysis must be due to the 
interaction of sheep serum and the immune serum acting on sheep 
blood. 

The experiments made by Gay apparently corroborate his assump- 
tion. Thus when the sheep-blood corpuscles used for treating the 
rabbit serum were washed five successive times with physiological 
salt solution, he found that the centrifuged rabbit serum no longer 
produced inhibition, whereas when the serum was treated with 
sheep blood washed but once, it produced the inhibition which 
I had described. The difference which I observed in the behavior 
of normal, and immune amboceptors of rabbit serum, so far as 
the inhibiting action of rabbit serum treated with sheep blood 
is concerned. Gay believes, is only an apparent one. Normal 


^ Gengou, Armales Pasteur, Tome XVI, 1902. 

^Moreschi, Berliner klin. Wochenschrift, No. 37, 1905. 

® Gay, Centralblatt Bacteriologie, Grig. XXXIX, 1905. 

^ Neisser, M., and Sachs, Berliner klin. Wochenschrift, No. 44, 1906. 
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serum simply does not contain the antibodies (precipitings) acting 
on the sheep serum, and this is why there is no inhibition. In 
one experiment, however, I called attention to the faett that the 
haemolysis of blood cells sensitized only with immuncj B(*rum is 
prevented by the inhibiting serum, whereas blood-cells sensitizcal 
with immune serum and then also with normal serum are dissolvcal 
under these conditions. In both cases after the amboceptors had 
been anchored I separated the serum fluid by centrifuging, It 
so happened that I expressed myself somewhat differently in the 
second case, and this has led to a misconception. In the second 
case I said ^Hhe blood-cells were digested with serum and then 
freed from serum fluid by centrifuging^^; in the first case I merely 
said ''the reagent used was sheep blood sendtized with immune 
serum.’ ^ By "sensitized blood,” of course, I mean blood-cells 
which, after treatment with amboceptors, are separated by centrifuge. 
In fact, in another experiment contained in this study I expressly 
state "sheep blood + immune serum.” However, I am willing to 
admit that my mode of expression mi^t give rise to doubts. (Jay, 
however, seems to know my experimental technique better than 
even I myself. He declares simply that I had centrifuged in the 
second case, i.e., had removed the precipitating portion of the 
immune serum, and had not done so in the first case. My experi- 
ments therefore contained "a grave experimental error.” Through 
his own experiments, Gay believes to have furnished "a complete 
refutation of Sach’s hypothesis.” 

Gay has made a regrettable mistake. Moreover, in repeating 
my experiments he has allowed a grave error to creep into his own 
technique. It really is immaterial, in my experiments, whether the 
immune serum is centrifuged from the blood-cjells or not, since the 
immune serum I employ has so high an amboceptor content that the 
quantity used for sensitizing (0.002 cc.) is only about 1-200 of that 
employed by Gay. According to my experience, this quantity is 
too small to effect a precipitation or sensitization of the albuminous 
bodies of the serum. Nevertheless I have made a number of exper- 
iments with my immune serum according to the procedure outlined 
by Gay. I treated rabbit serum with sheep blood washcMl oiwje, 
and also with sheep blood washed five times. Both lots of serum 
so treated proved equally antihsemolytic, whereas native rabbit 
serum possessed no inhibiting action whatever. This is iliustrateil 
by the following protocol. 
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Decreasing amounts of inactive rabbit serum are digested with 0.05 cc. 
guinea-pig serum. Then 1 cc. 5% sheep blood washed five times plus 0.0015 cc. 
amboceptor (serum from a rabbit immunized with ox blood) are added. In 
the following table 


A denotes native rabbit serum; 

B rabbit serum treated with sheep blood washed once; 

C rabbit serum treated with sheep blood washed five times. 


Amounts of 
Habbit Serum. 

Degree of Hsemolysis. 

cc. 

A 

B 

C 

1.0 

0.5 

0.25 

0.15 

0.1 

0 


- complete 

0 

0 

0 

moderate 

11 

complete 

0 

0 

0 

moderate 

i c 

complete 


The experiment by which Gay seeks to explain my results is 
therefore entirely valueless so far as my experiment is concerned. 
To be sure, Gay believes to have followed my technique exactly, 
yet in one important point he has not done so. The haemolytic 
immune serum with which he worked was markedly weak, the 
solvent dose being 0.2 cc., while 0.001 cc. of my serum still brought 
about complete solution. Gay employed 0.4 cc. immune serum, 
while I used but 0.002 cc., i.e., 1-200 of his dose. It is very well 
possible that the antibodies which sensitiise serum albuminous 
bodies, the precipitating substances as Gay believes, are present 
in 0.4 cc. immune serum; in amounts as small as 0.002 cc. they 
are almost certainly absent, and I never observed any precipitin 
action with these amounts. It is evident, therefore, that with the 
large doses of immune serum employed by Gay the presence of 
slight amoxmts of sheep serum might well make a difference in the 
result, while this would be a negligible factor in my experiments. 

But how are we to explain the fact that Gay after treating the 
rabbit serum with sheep Blood which had been washed five times 
was unable to demonstrate the inhibiting action described by me? 
This again is due to the unfortunate employment of the weak immune 
serum. Gay has evidently been working with normal amboceptors. 
It is well known that rabbit serum normally dissolves sheep blood, 
and the ordinary strength of this hsemolytic power corresponds 
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entirely to that of Gay's immune serrum. The complete solvent 
dose of normal rabbit serum fluctuates in most instances betw(*(‘n 
0,25 and 0.1 cc. The solvent dose of Gay's immune serum was 
0.2 cc. The quantity employed by Gay, 0.4 cc., probably sufrn*c‘s 
with any rabbit serum to completely dissolve Icc. 5% sheep blood 
on the addition of 0.1 cc. guinea-pig scrum. Hence it is not at all 
impossible that Gay employed a serum which contained no iinnnini* 
amboceptors whatever, and represented merely an an)umin anti- 
serum. If amboceptors were artificially produced, thc‘y W{*re 
certainly present in so small concentration as to be unable to in- 
crease the action of the normal amboceptors to any appreeiiible 
degree. In my paper, however, I distinctly stated that the inhibit- 
ing sera obtained by treatment with blood-cells acted only against 
hseomlysis produced by immune amboceptors, and that this anti- 
lytic action was prevented by the action of the normal amboceptors. 
Just this constituted my explanation for the absence of the inhibit- 
ing function in native serum, for I assumed that the inhibiting 
antibodies were already present in native rabbit serum and wc*rc* 
merely hidden by the simultaneous action of the specific normal 
amboceptors. 

Gay's experiments thus constitute an involuntary complete con- 
fimation of my views, and it is to be regretted that Gay has allowetl 
himself to be so misled in the interpretation of my experiments. Tha 
incorrectness of his views should have struck him from a nu ml>er 
of statements in my first paper. If his idea was correct it follows 
that the inhibiting action should appear in every rabbit saruiu 
treated with insufficiently washed sheep or ox blood. I distinctly 
stated, however, that I could only then demonstrate an inhibiting 
effect through absorption with blood-cells when the scjrum iindar 
examination from the outset contained amboceptore for the 
of blood in question. I said particularly that normal rabbit seriiin, 
which contains no amboceptors for ox blood, is in no mm ehatigc*cl 
by absorption with ox blood, i.e., it neither before nor after trmlnieiil 
with ox blood does it inhibit hsemolysis of sheep blood by tmmnn© 
serum, while on the hemolysis of ox blood it exerts the same inhibit- 
ing power before and after treatment. Finally I called attention 
to a number of rabbit sera in which, quite exceptionally, the ambo- 
ceptors for sheep blood were absent. These sera from the outset 
were antilytic for the haemolysis of sheep blood, and they wnminail 
so in unaltered degree after digestion with sheep blood. After 
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all this it is absolutely necessary to conclude that the inhibiting 
substances are already present in native serum, and that their action 
in this serum is merely disguised by the simultaneous action of the 
normal amboceptors. If the latter are removed by absorption 
with blood-cells, the antilytic power of the inhibiting substances 
becomes manifest. Gay^s attempt to refute this conception has ' 
thus come to naught, and all because of a circumstance in his tech- 
nique which Gay himself perhaps not unjustly, would term a “ grave 
experimental 


XLVI. THE JOINT ACTION OF SEVERAL AMBOCEPTORS 
IN HEMOLYSIS AND THEIR RELATION TO 
THE COMPLEMENTS.! 

By Drs. H. Sachs and J, Batter. 

There is still no unanimity of opinion concerning the mechanism 
of the cyiiotoxic action of blood serum. Most of the authors, to 
be sure, have accepted the amboceptor theory of Ehrlich and Mor- 
genroth. According to this view, the thermostable components 
of the serum posses two haptophore groups, one combining with 
the cell and the other with the complement, the labile component 
of the serum. Bordet, however, continues most ingeniously to 
defend an opposing view. In the sensitization theory advocated 
by this distinguished investigator, the existence of a direct relation- 
ship between amboceptor and complement is denied. Accord- 
ing to this view, which is based on molecular adhesion, the cell 
is sensitized by the amboceptor so that it becomes vulnerable to 
the action of the complement. So far as can be discovered blood 
cells (which constitute the ordinary material on which to study the 
mechanism of amboceptor action) do not by themselves react with 
complement, and it has therefore been impossible to prove the cor- 
rectness of the sensitization theory experimentally. The theory 
can only be defended indirectly, by showing that there is no direct 
relation between amboceptor and complement. Bordet's demon- 
strations have therefore been limited to pointing out objections 
in experiments supporting the amboceptor theory. It is not our 
intention to present all the material bearing on this point. One 
of us^ has recently reviewed the subject on the ilght of our present 
knowledge. SuflB.ce it to say that the refutation of experiments 


^ Beprinted from Arbeiten u. d. kgl. Institut f, expemnentelle Therapie sm 
Frankfurt a. M. Heft 3, Jena, 1907. 

^ Sachs, Die Haemolysine und die cytotoxischen Sera. Lubarsch-Ostertags 
Ergebnisse der Pathologie. VoL 11, 1907. 
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which appeared clearly to indicate the direct union of amboceptor 
and complement is not at all sufficient to overthrow the ambo- 
ceptor theory. Attacking our interpretation of a phenomenon 
which played an important role in proving the existence of direct 
relations between amboceptor and complement, Bordet and Gayi 
in a recent paper, report an experiment which they believe con- 
troverts our view. Going still further, these authors conclude that 
the amboceptor theory must be abandoned as fallacious. We fail 
to see the force of this conclusion. For even if the proof adduced 
by Bordet and Gay in this single instance were accepted as irre- 
futable, it would only show that the direct demonstration of the 
amboceptor thoery is impossible. The authors have not brought 
forward a single fact which contradicts the amboceptor theory. 
If, then, in the following pages we take up at length the observa- 
tions of Bordet and Gay, it is not because we consider it necessary 
to renew the old discussion amboceptor or substance sensibilatrice?'^ 
but merely because of the great interest of the observations. Further- 
more the interpretation given by the authors is so peculiar that it 
demands further analysis. 


I 

The case discussed by Bordet and Gay deals with a combina- 
tion previously described by Ehrlich and Sachs, ^ namely haemolysis 
of guinea-pig blood throu^ the combined action of inactive ox 
serum and active horse serum. Ehrlich and Sachs had found that 
guinea-pig erythrocytes, which can be dissolved by a mixture of 
inactive ox serum and horse serum, remain intact if they are first 
treated with inactive ox serum^ and then, after removing the ox 
serum, are digested with horse serum. This showed that the con- 
stituent of ox serum has not been bound by the blood cells. It 
was to be assumed that this constituent represented the amboceptor, 
and Ehrlich and Sachs therefore rightly concluded that in this 
case the amboceptor had not been bound by the blood-cells, that 
it reacted with the cell only after the amboceptor and complement 
had combined. The same combiaation was subsequently studied 


* Bordet et Gay, Amiales de ITnstitut Pa4Steur, No. 6, VoL XX, 1905. 

*Erhlieh and Bachs, Min. Wochenschr. No. 21, 1902. See also 

tihds volume, page 209. 
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by Klein, 1 who found that horse serum, through digestion with 
guinea-pig blood, loses its complementing power for the combina- 
tion guinea-pig blood inactive ox serum.^^ Finding that the horse 
serum suffered a loss of its agglutinin at the same time, Klein ad- 
vanced the view that the complement was destroyed by the pro- 
cess of deglutination. This view was combated by Browning, ^ 
who showed that the complements of horse serum remain unaffected 
if the guinea-pig blood-cells are digested with the serum at low 
temperatures (O^C.), although optimum conditions for the agglu- 
tinating action and for the binding of agglutinin are thus presented. 
Browning believes that the reason for the disappearance of com- 
plement through digestion at higher temperatures, lies in the fact 
that horse serum^ contains amboceptors for guinea-pig blood, which 
amboceptors serve to bind the complement only at higher tem- 
peratures. That amboceptors for guinea-pig blood exist in horse 
serum was demonstrated by Morgenroth and Sachs, ^ who show 
that horse serum plus active guinea-pig serum was able to produce 
hemolysis of guinea-pig blood-cells. 

These authors demonstrated further that horse serum alone, 
even in large doses, only rarely dissolved guinea-pig blood-cells, 
This showed that horse serum usually did not contain the suitable 
dominant" complement fitting its own amboceptor for guinea- 
pig blood. It is well known that an amboceptor which has been 
anchored to a cell is able to rob an active serum of all its comple- 
ment functions. Furthermore, according to Ehrlich and Sachs,'* 
under certain conditions even ^^non-dominant" complements 
may be anchored while dominant " complements remain in solu- 
tion. Hence the explanation offered by Browning presented no 
difficulties. Browning assumed that the horse serum complement, 
dominant for the ox amboceptor but not dominant for the horse 
amboceptor, is absorbed by guinea-pig blood through the agency 
of the serum’s own amboceptor. The loss of complement described 
by Klein was thus readily explained on the basis of the ambo- 


^ Klein, Wiener Idin. Wochenschr., No. 48, 1905. 

2 Browning, Wiener klin. Wochenschr., No. 15, 1906. 

® Morgenroth and Sachs, Berliner klin. Wochenschr., No. 27, 1902. See 
also page 233. 

* Ehrlich and Sachs, Berliner kiin. Wochenschr. 1902, Nos.114 and 15. See 
also this volume, page 195. 
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ceptor theory. Browning also showed that a similar effect could 
be produced with other species of blood which by themselves were 
unable to rob horse serum of its complement. It was merely neces- 
sary to introduce a specific amboceptor. Ox-blood, for example, 
has no influence on horse serum. Nevertheless, when treated with 
a specific amboceptor derived from a rabbit, it binds the horse 
serum complement fitting inactive ox serum, and this binding 
occurs without the prepared cells being dissolved by the horse serum. 
According to Browning, therefore, haemolysis of guinea-pig blood 
brought about by the combined action of inactive ox serum and 
active horse serum is to be explained as follows: The affinity pos- 
sessed by the ox amboceptor for horse complement is greater than 
that possessed by the free horse amboceptor. Haemolysis occurs 
if the ox serum and horse serum are added at the same time. If, 
however, the horse serum is first digested with guinea-pig blood, 
the horse amboceptor will unite with the blood-cell. This union 
leads to an increase in the affinity of the complementophile group 
and causes the complement to be anchored to the horse amboceptor. 
The union between complement and amboceptor becomes more 
and more firm, so that after a time not even the ox amboceptor, 
which really possesses a higher affinity than the horse amboceptor, 
is able to disrupt the combination. (See figures 1 and 2 of the 
accompanying plate.) 

It is apparent that Bordet and Gay were unacquainted with 
the work of Browning. The experiments they report are largely 
identical with those made by Klein and Browning. The follow- 
ing interesting experiment, however, is entirely new: Ox blood-cells 
loaded with amboceptor do not dissolve in horse serum, but do dis- 
solve in a mixture of active horse serum plus inactive ox serum. 
In this case, the authors rightly reason, the ox serum cannot pos- 
sibly act as an amboceptor, but must represent a constituent neces- 
sary for hsemolysis, but identical neither with the amboceptor 
nor with the complement. Analogously, in the combination guinea- 
pig blood plus inactive ox serum plus horse serum, the horse serum 
is believed to act, not as an amboceptor, but as a third component 
effecting haemolysis. Bordet and Gay thus assume that ambo- 
ceptor and complement are present in horse serum but are unable 
to effect haemolysis without the presence of the third component 
present in ox serum. This hypothetical substance they term 
“^'colloide de boeuf.^' According to Bordet and Gay, this colloid 
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has the following properties: It is stable, resisting long standing 
and heating to 56°. It is bound by the blood-cells only after these 
have been loaded with amboceptor and complement. When so 
bound it effects agglutination and hsemolysis. Bordet and Gay 
thus assume the existence of an entirely new substance in horse 
serum, and ascribe to it very important properties. The inter- 
pretation which these authors give of the phenomenon described 
by Ehrlich and Sachs is merely an hypothesis entirely lacking in 
proof. Granted that the role of the ox serum in the hsemolysis 
of sensitized ox blood by means of horse serum cannot be looked 
upon as an amboceptor action, this by no means justifies the analogous 
conclusion that in the haemolysis of guinea-pig blood by inactive 
ox serum and horse serum the ox serum does not play the part 
of an amboceptor. It should at least be shown that guinea-pig 
blood digested with horse serum (whereby, according to the view 
of Bordet and Gay, amboceptor and complement are bound) is 
haemolyzed on the subsequent addition of inactive ox serum. Klein 
and Browning, however, showed that this was not the case. The 
latter, moreover, offered an explanation which harmonized per- 
fectly with the amboceptor theory. Bordet and Gay themselves 
failed when they attempted this crucial experiment. From the 
fact that guinea-pig blood-cells which have been treated with horse 
serum are strongly agglutinated by inactive ox serum, they con- 
clude, however, that a binding of the colloid has occurred. We 
should like to point out that hsemolysis and agglutination cannot 
be regarded as due to one and the same substance, and that con- 
sequently there is no justification for the conclusion drawn by these 
authors concerning the hsemolytic constituent of ox serum. Bordet 
and Gay, to be sure, seek to explain the failure attending this impor- 
tant (for their conception) experiment by regarding the absence 
of haemolysis as due to a marked antagonistic effect exerted by the 
strong agglutination. They found that such agglutinated blood- 
ceUs would not dissolve even when they were resuspended in a 
fresh mixture of inactive ox serum and horse serum. We look in 
vain, however, for an experiment which would have decided the 
question absolutely. Thus, if the guinea-pig blood-cells digested 
with horse serum really do absorb the hsemolytic component of 
ox serum, it should be possible to show that the ox serum has lost 
the power to dissolve guinea-pig blood in conjunction with horse 
serum. Bordet and Gay do mention that inactive ox serum which 
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had been treated with sensitized ox blood previously digested with, 
horse serum does dissolve guinea-pig blood in conjunction with 
horse serum less rapidly and less actively than does native (i.e., 
untreated) ox serum. We should imagine that, according to the 
views of Bordet and Gay, the ox serum in this case would have 
been completely exhausted. Be this as it may, the fact remains 
that the one dicisive experiment has not been made. 

II. 

In our experiments, therefore, we first sought to fill this gap. 
We made use of 5% suspensions of guinea-pig blood-cells, which, 
of course, were washed free of serum. The ox serum was inact- 
ivated by half an hour’s heating to 53-54°. In all the tests the 
mixtures were brought up to the same volume with physiological 
salt solution, and this volume was never less than 2 cc. nor more 
than 2.3 to 2.5 cc. The titration of the horse serum is shown in 
the following table. 

TABLE I. 


Amount of 
Active 

Horse Serum, 
cc. 

Hflemolvsis of 1 cc. { 
by Means of 


^ Guinea-pig Blood 
orse Serum. 

A 

On the Addition of 
0.1 cc. Inactive 

Ox Serum. 

B 

Without any 
Further Addition. 

0,5 

complete 



0.35 

complete 



0,25 

almost complete 



0.15 

moderate 


0 

0.1 

little 



0.05 

trace 



0 

0 




After this to each 1 cc. 5% suspension guinea-pig blood was added 0.35 cc. 
horse serum, i.e., sufiScient to surely activate, and the mixtures digested at 
37° for one hour. A test of the decanted fluids showed that the active principle 
had been bound by the blood-cells. (See Table 11.) 

The blood sediments which had thus been treated with horse serum were 
next digested for one hour at 37° with decreasing amounts of inactive ox 
serum. No haemolysis occurred. The tubes were then centrifuged and the 
decanted fluids digested with 0.35 cc. horse serum plus the sediment from 
1 cc. 5% guinea-pig blood. (Series A.) 
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TABLE II. 


Amount of 
Inactivated 
Ox Serum, 
cc. 

Haemolysis of 1 cc. 5% Guinea-pig Blood 
by Inactivated Ox Serum Plus 0.35 cc. 
Horse Serum. 

A 

Native Horse 
Serum. 

B 

Horse Serum Digested 
with Guinea-pig 
Blood. 

0.25 

complete 

trace 

0.15 

faint trace 

0.1 

{ t 

0 

0.05 

moderate 

0 

0.025 

trace 

0 

0 

0 

0 


In a control series (Table II, B), the sediment from 1 cc. 5% guinea-pig 
blood was mixed with 0.35 cc. horse serum plus the decanted fluids from 1 cc. 
6% guinea-pig blood. The latter had also been digested with decreasing 
amounts of inactive ox serum, without, however, having previously been 
treated with horse serum. The result is shown in Table III. 


TABLE III. 


Amount of 
Inactive 

Ox Serum, 
cc. 

Haemolysis of 1 cc. 5% Guinea-pig Blood 
by 0.35 cc. Horse Serum and 
Inactive Ox Serum, 

A 

Ox Serum Treated . 
with Blood Pre- 
Digested with 
Horse Serum. 

B 

Ox Serum Treated 
with Native Blood. 

0.25 

complete 

complete 

0.15 1 


0.1 

almost complete 

almost complete 

0.05 

moderate 

moderate 

0.025 

trace 

trace 


0 

■ 0 


The table clearly shows that the guinea-pig blood does not absorb 
the active principle of the ox serum even when the blood is first 
digested with horse serum. We were able to confirm the result 
by repeating the experiment several times. The assumption of 
Bordet and Gay, according to which, the hypothetical colloid of 
ox serum (the carrier of the haemolytic action) is bound by blood- 
cells which have been digested with horse serum, is thus shown 
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to be incorrect. We may add that we too observed marked agglu- 
tination on adding ox serum to the guinea-pig blood previously 
treated with horse serum. Nevertheless, on testing the ox serum 
separated by centrifuge, we found that this still possessed all its- 
power to effect haemolysis of guinea-pig blood in conjunction with 
horse serum. 

By this we do not intend to combat the statements of Bordet 
and Gay, that guinea-pig blood treated successively with horse 
serum and inactive ox serum is resistant to the haemolytic action 
of the active mixture. We too have made similar observations, 
though we noted that haemolysis was absent only when the guinea- 
pig blood-cells had been treated with an excess of horse serum. 
Under these circumstances it was immaterial whether the pre- 
vious treatment was only with horse serum or whether treatment 
with horse serum was followed by digestion with inactive ox serum. 
It is to be noted, however, that even when the guinea-pig blood- 
cells were found resistant, there was no absorption of the haemolytic 
. component of the ox serum.- 

In the following experiment, which illustrates the conditions 
just described, we first determined the minimum amounts of active 
horse serum and inactive ox serum which, combined, just sufficed 
to produce complete hsemolysis. This dose was found to be 0.25 
cc. for each. 

Two parallel series were prepared. To 1 cc. 5% guinea-pig blood were 
added decreasing amounts of active horse serum. The mixtures were kept 
at 37® for one hour, and then centrifuged. 

Series A. The sediments of series A were digested with 0.25 cc. active horse 
serum and 02.5 cc. inactive ox serum, the whole being made up to about 
2.25 cc. with physiological salt solution. 

Series B. The sediments of series B were onefe more digested for one hour 
at 37® with 0.25 cc. inactive ox serum (and salt solution) . The mixtures were 
then centrifuged and the sediments thus obtained mixed with 0.25 cc. horse 
serum plus 0.25 cc. inactive ox serum. 

Series C. The supernatant fluids separated by centrifuge in series B were 
mixed with guinea-pig blood and with 0.25 cc. horse serum. (Total volume 
about 2.25 cc.) 

The result is shown ha Table lY. 


A 



The table shows that the guinea-pig blood-cells do not lose 
their normal susceptibility when they are treated with a dose of 
horse serum sufficient to produce complete haemolysis (0.25 cc.).. 


624 


COLLECTED STUDIES IN IMMUNITY. 


TABLE IV. 


Amount of Horse 
Serum Used for 
Treating the 
Blood-cells, 
cc. 

Hsemolysis of 1 cc. 5% Guinea-pig 
Blood in 

Series A. 

Series B. 

Series C. 

1.0 

trace 

trace 

complete 

0.5 

moderate 

moderate 

1 c 

0.25 

complete 

complete 

t c 

0.15 



0.1 

it 

1 1 

It 

0 

iC 

{ t 

tc 


It also shows that an excess of horse serum gives rise to an increased 
resistance of the blood-cells toward what is otherwise a hsemolytic 
mixture, and this effect is produced whether or not ox serum is 
subsequently allowed to act on the cells. Moreover, from Column 
C, we see that in this case also the ox serum has not lost its ability 
to produce hsemolysis in conjunction with horse serum. Con- 
cerning the cause of the resistance produced by treating guinea- 
pig blood-cells with horse serum alone or with horse serum and 
ox serum, we can only conjecture. It is quite possible that the 
effect is due to an antagonism between agglutination and haemol- 
ysis, as suggested by Bordet and Gay. It is also conceivable that 
horse amboceptor and ox amboceptor attack the same receptors 
of the blood-cells, and that preliminary treatment with an excess 
of horse serum blocks the way for the ox amboceptor. Be this as 
it may, our experiments show that the ox serum component con- 
cerned in this haemolysis is not bound when the guinea-pig blood- 
cells are first digested with active horse serum. Bordet and Gay's 
assumption, that ox serum produces this haemolysis through a 
colloid " constituent which acts only after amboceptor and com- 
plement have combined with the guinea-pig blood-cell, must there- 
fore be abandoned. On the other hand, Klein's observation, that 
guinea-pig blood previously treated with horse serum is no longer 
dissolved by inactive ox serum, is readily explained in accordance 
with the ideas expressed by Browning. The horse serum comple- 
ment, though not dominant for the horse amboceptor, is anchored 
to the cell by means of this amboceptor, and thus is no longer 
available for the ox amboceptor. We have tried to illustrate the 
conditions in Figs. 1 and 2 of the accompanying plate. It may be 
added that in this case it is impossible to produce haemolysis either 
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"by employing an excess of ox serum, or by employing the min- 
imum complete solvent dose of horse serum for the preliminary 
treatment of the guinea-pig blood-cells. In contrast to this, the 
blood-cells which have been previously treated with horse serum 
only then fail to haemolyze on the addition of ox serum plus horse 
serum when the amount of horse serum used for the preliminary 
treatment is excessive. As we have seen, Bordet and Gay regarded 
the resistance of the cells against ox scrum alone and against the 
combined action of ox scrum and horse serum as having a common 
origin. From what has been said it is apparent, however, that 
these phenomena will have to be considered separately. In the 
former case complement is absent, and the inhibition is therefore 
absolute. In the latter case complement is present, the absence 
of hsemolysis being a secondary effect dependent on quantitative 
relations. In the case described by Ehrlich and Sachs, in which 
guinea-pig blood is hsemolyzed by inactivated ox scrum and horse 
serum, we do not see the least reason for abandoning the explana- 
tion offered by the authors. According to this, it will be remem- 
bered, the amboceptor is contained in the ox scrum. In this com- 
bination it is absolutely unnecessary to assume the (existence of 
a third component which takes part in the haemolytic acjtion. 

Nevertheless we sought to find additional evidence to show 
that the two components of horse serum and inactive ox scrum 
were directly related to one another, or that the amboceptor con- 
tained in horse serum played no part in the hemolysis. In this 
we were successful in more ways than one. If it is necessary for 
ox amboceptor and horse complement to first unite and form an 
active haemolysis before combining with the cell receptors, we should 
expect that haemolysis would result more quickly if horse serum 
and ox scrums were digested for a time before adding the blood, 
than if all three components were mixed at once. We therefore 
proceeded as follows: 

Two series of tubes were prepared: 

Senes A. Decreasing amounts of horse serum (total volume 0.7 B oc.) were 
kept for one hour at 37®. Then 1 cc. 5% guinea-pig blood plus 0.5 cc. inactive 
ox serum are added to each tube. 

Sm*us B. DecreaBing amounts of horse serum are digested for one hour 
at 37® with 0.5 cc. inactive ox serum, after which 1 cc. 5% guinea-pig blood 
is added to each tube. 

The degree of iMcmolyeis was noted at the end of 5, 15, and 30 minutes 
a-nd after two hours. The r^ult is shown in Table V. 
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TABLE V. 


Amount 

of 

Horse 

Degree of HauriolyHis. 

Series A. 

ScjricH B. 

LLIx^ • 

cc. 

5 Min. 

15 Min. 

30 Min. 

2 Hrs. 

5 Min. 

15 Min, 

SO Min. 

Urn. 

0 .75 

0 

0 

strong 

complete 

strong 

complete 

campled e 

compli'te 

0.5 

0 

0 

moderate 

“ 1 

“ 

f almost 
\ complete 

* ' 

* * 

0.35 

0 

0 

slight 

St rots 

0 

moderate 

/ almost 
\coinr>lete 

* * 

0 .25 

0 

0 

0 

slight 

0 

0 

strong 

mrtrnK 

0 .15 

0 

0 

0 

trace 

0 

! 0 

slight 

slight 

0 1 

0 

0 

0 

faint trace 

0 

0 

1 0 

traco 

0 .05 

0 

0 

0 

0 

0 

0 

C) 

faint 

0 

0 

0 

0 

0 

0 

0 

0 

It 


The table shows that haemolysis is actually more rapid whc*ii 
horse serum and inactive ox serum are first allowed to rornain in 
contact for a time. During this time the ox amboceptor and horne 
complement have entered into combination, and the p(u*iot! of 
incubation preceding haemolysis is thus shortened. Moreover, 
as can be seen from the table, the final haemolytic cffc’ct may iiIho 
be somewhat greater when ambloceptor and complenumt art^ firnt 
digested together. The reason for this evidently licB in a rfight 
impairment of the horse complement as a result of the one; hoiir^rt 
heating to 37®, the combination of ox amboceptor and horse com- 
plement evidently being more resistant. It need hardly Ix? iiiep- 
tioned that these results are incompatible with the colloid thcfiry. 

If we could remove the amboceptors of horse scrum it v/oiild 
be possible to demonstrate directly the amboceptor r61c played 
by the ox serum. It is well known that a method devised by J^hr- 
lich and Morgenroty enables us to separate the amboceptor iiricl 
complement of an active serum. Thus, By digesting red bloocl- 
cells at 0® with an active scrum, it will be found that only aiiit>o- 
ceptor has been bound; the complement remains in the fliiicL In 
the case of the normal hacmolysins, to be sure, a difficulty ariHcn 
from the fact that the binding of amboceptor at m UHUfdly in- 
complete, some of the amboceptor remaining unbound. So in 
the case of the amboceptors of horse serum, we know from the wc^rk 
of Browning that at 0° guinea-pig blood-cells bind them only up to 


^ EhrHcli and Morgenroth, Berlmer Mia. Wochenwjhr., 180§. See 
volume, page 1. 
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a certain point. The portion bound, to be sure, is not inconsider- 
able. It is to be noted, however, that horse serum treated with 
guinea-pig blood at 0° loses practically none of its power to effect 
haemolysis in conjunction with inactive ox serum. According 
to Bordet and Gay^s conception, provided that any considerable 
quantity of amboceptor had been bound, this should not be the 
case, for in the opinion of these authors the horse serum plays the 
role of amboceptor in the haemolysis. A decrease in the quantity 
of amboceptor should, of course, manifest itself by a reduction 
in the haemolytic power. It might be objected that the ambo- 
ceptor in horse serum exists in excess, and that therefore it was 
entirely irrelevant whether a portion was present or absent. This 
objection, however, can be tested experimentally. Suppose, for 
example, that the horse scrum digested at 0° with guinea-pig blood, 
still contained enough amboceptor to produce, in conjunction 
with inactive ox serum, the full haemolytic effect as conceived by 
Bordet and Gay. It is obvious that when such a serum is subse- 
quently treated with guinea-pig blood at 37° the impairment in 
the ability to bring about haemolytic effects should be as great or 
even greater than that produced in native horse serum. The 
experiment, however, shows that just the contrary is the case. The 
conditions are really reflected in Table 2 of Browning^s paper. 
We shall, however, reproduce the result of an analogous experiment. 

Three series of tubes are prepared, each containing 1 cc. 5% guinea-pig 
blood and decreasing amounts of horse serum diluted with the same amount 
of physiological salt solution. The total volume in each tube is 2 cc. 

The tubes of series A are kept at 37® for li hours and then centrifuged. 
The supernatant fluids thus obtained are then digested with the sediments 
from 1 cc. 5% guinea-pig blood plus 0.3 cc. inactive ox serum. 

The tubes of series B are centrifuged after having been kept at 0® for two 
hours. The supernatant fluids are treated as is series A. 

The tubes of series C are centrifuged after having been kept at 0® for two 
hours. The supernatant fluids are digested for two hours at 37® with the sedi- 
ments from 1 cc. 5% guinea-pig blood. After again centrifuging, the super- 
natant fluids are treated with the sediments from 1 cc. 5% guinea-pig blood 
plus 0.3 cc. inactive ox serum. 

The result is shown in Table VI. 

The horse serum which underwent a preliminary treatment 
at 0° is thus seen to have lost but little of its power to bring about 
haemolysis, by the subsequent digestion at 37°. Certainly the 
reduction is considerably less than that produced by the direct 
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TABLE VI. 


Amounts of 
the Half-diluted 
Horse Serum, 
cc. 

Htemolysis of 1 

cc. 5% Guinea-piK Blood by 0.3 cc. Insujtivc Ox 
and Ilorso Serum. 

Native. 

Previously Treated with Guinea-pig BIwhI 

A. 

at 37° C. 

B. 

at 0° C. 

at if 

0.5 

complete 

almost complete 

complete 

corn|doti» 

0.25 

strong 

0.15 

1 i 

moderate • 

( ( 

almost 

0.1 

c c 

trace 

strong 

rntwlonitt* 

0.05 

strong 

faint trace 

mcKlerato 

sliKhl 

0.025 

moderate 

0 

slight 

! traw? 

0.0 

0 

0 

0 

i 0 


treatment of the native serum at 37°. This is all the moJti notiet?- 
able because in the above table a slight reduction of hminolytie 
power is shown as a result of digestion at 0°. This reduction is 
probably due to a slight loss of supernatant fluid in <U*eanting the 
centrifugates. The result of the experiment is absolutely at var- 
iance with the colloid theory. Assuming that the horse seruin 
acts both as amboceptor and complement, while tin; ox Hcrtirn, 
in accordance with the view of Bordet and Gay, furnishes a “col- 
loid ” which takes part in the hmmolysis, it follows that mifcessive 
treatment at 0° and 37° would effect a greatcu- reduction of the 
active principle than a single treatment at 37°. The nwult, on 
the other hand, harmonizes perfectly with tlu; view <!Xpre.Hstnl 
by Ehrlich and Sachs, and could, in fact, have been foretold «jn t he 
basis of that conception. The horse serum furnishes only the 
complement. By treatment at 0° a portion of tlu( amboceptor is 
removed, so that the serum thus becomes rich in eomplcim-nt but 
poor in amboceptor. On digesting such a scrum once more with 
guinea-pig blood, at 37°, a small amount of compli'mcnt is removed 
through the intervention of what amboceptor still nunains. The 
loss of complement thus sustained is bound to k«8 than that 
observed when native serum (which is rich in amboceptor) i.M digested 
with guinea-pig blood. Our experimental analysis ther»'fore 
shows that the interpretation offered by Bordet and Cay canniil 
be harmonized with the facts. In fact our study furnishes jcldi- 
tional confirmation for the view that in the case under iliwussltm 
the ox serum acts as an amboceptor with the horse stfrum as com- 
plement. 
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III. 

Our further efforts had, naturally, to be directed to a study of 
the experiment reported by Bordet and Gay which forms so 
important a link in their demonstration. It is based on the unique 
observation that ox blood laden with specific amboceptor does not 
dissolve in horse serum, but does so in a mixture of active horse 
serum and inactive ox serum. It is true that there is a certain 
external analogy between this phenomenon and the hsemolysis of 
guinea-pig blood by the same mixture. In the haemolysis of the 
sensitized ox blood it is impossible that the ox serum acts as ambo- 
ceptor, and this leads Bordet and Gay to conclude that in the 
hsemolysis of the guinea-pig blood the ox serum does not act as an 
apiboceptor. We have already seen that this conclusion is not 
warranted. It was felt, however, that it would be interesting to 
inquire more closely into the peculiar mechanism of the haemolytic 
action in the ox-blood combination, the more so since the view of 
Bordet and Gay, that the ox serum represents a “ colloid which 
dissolves the blood-cells previously prepared by amboceptor and 
complement, is an assumption devised for this particular case, and 
one which would constitute an entirely new kind of serum haemolysis. 
We therefore sought to find an explanation for the haemolysis in 
in question on the basis of phenomena previously observed. 

In our experiments we used an inactivated immune serum 
derived from a rabbit which had been immunized with ox blood. 
One cubic centimeter 5% ox blood was just completely dissolved 
(in the presence of 0.1 cc. guinea-pig complement) by 0.0005 cc. of 
this specific immune serum. In order to effect hsemolysis of ox 
blood by the mixture horse serum plus inactive ox serum it was 
necessary to use 0.05 cc. amboceptor. In the following experiment, 
when speaking merely of prepared ox blood, it is understood that 
1 cc. 5% ox blood was treated with 0.05 cc. amboceptor. Amounts 
smaller than this did not suffice for complete hsemolysis, and larger 
amounts had to be avoided because then even small amounts of 
horse serum alone would produce hsemolysis. In fact according 
to our experience the prepared blood-cells are often hsemolyzed to 
a greater or less extent by the horse serum alone when this is used in 
rather large doses. This frequently makes it impossible to deter- 
mine the dose of horse serum, which by itself is inert but which in 
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conjunction with inactive ox serum still produces e()inplet(‘ luemolysis. 
Herein we see the first difference between this lueinolysiH and tlici 
haemolysis of guinea-pig blood, for in the latter tht^ hors(^ s(‘ruin was 
always inert or only feebly haemolytic. Moreover, he liavc^ (‘n- 
countered further marked differences which speak strongly against 
the identity of the mechanism in the two eases which Bonh^t and 
Gay cite as analogous. Thus it was found that an (‘xcess of ox 
serum inhibits the haemolysis of the prepared ox-hlood cells by horse 
serum plus ox serum, whereas the degree of ha3molysis of the guinea- 
pig blood cells is proportionate to the amount of ox scjrurn. This is 
shown in the following experiment: 

Two series of tubes were prepared: 

Series A. One cc. prepared 5% ox blood plus decreasing amounts of inactive 
ox serum plus 0.15 cc. horse serum (minimum amount). 

Series B. One cc. 5% guinea-pig blood plus decreasing amounts of inactive 
ox serum plus 0,25 cc. horse serum (minimum amount). 

The degree of haemolysis is shown in Table VII. 


TABLE VII. 


Amount of Inactive 
Ox Serum, 
cc. 

Series A. 

Scrif‘8 B. 

1.0 

slight 

complete 

1 i 

0.5 

moderate 

0.25 

almost complete 

1 < 

0.1 

complete 

i { 

0.05 

moderate 

moderate 

0.025 

. slight 

slight 

0.01 

trace 

trace 

0 

0 

0 


The behavior of the ox scrum in the two scries is totally 
different, so that it is impossible to ascribe the action of the serum to 
one and the same cause. According to Bordet and (lay, however, 
the ox serum in both cases acts neither as amboceptor nor as com- 
plement, but participates in the reaction as a colloid ns already 
discussed. From this standpoint it is impossible to und(!rstan«l the 
difference in the behavior or the ox serum in lh(^ two series. Looked 
at from our point of view, however, the difference is readily <-xplained, 
for then we regard the ox serum as acting as an amboceptor in the 
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hsemolysis of guinea-pig blood, but acting in quite another manner 
in the haemolysis of the prepared ox blood. 

Another difference between the two phenomena is presented 
by the following: If prepared ox blood-cells are successively digested 
with horse serum and inactive ox serum, no haemolysis occurs. This 
is entirely analogous to what is observed with guinea-pig blood- 
cells. While, however, when a large amount of horse serum has 
been used, the guinea-pig blood-cells are resistant to the combined 
action of horse serum and inactive ox serum, this is not the case 
with the prepared ox blood. Before going into details, however, 
it may be well to make certain general ohservations concerning the 
behavior of the components in the haemolysis of prepared ox blood. 
Thus it was found that to be impossible to replace the inactive ox 
serum by hog or rabbit serum. The same was true for inactive 
sheep serum,^ whereas inactive goat serum in conjunction with horse 
serum acted like ox serum though weaker.^ We also noted the effect 
of thermic influence on the components of horse serum ^ and found 
that the ox serum could be heated for half an hour to 55° without 
affecting its action, while on heating for half an hour to 65° it lost 
its power to dissolve prepared ox blood in conjunction with horse 
serum. So far as the relation of the individual components to the 
prepared blood-cells is concerned, it was foimd that active horse 
serum is robbed of its active constituent by treatment with prepared 
blood. In fact, not only does it thereby lose its property to dissolve 
prepared ox blood (confirming Bordet and Gay), but it also ceases to 
dissolve guinea-pig blood in conjunction with inactive ox serum 
(confirming the statements of Browning). This was to be expected, 
because in both combinations the horse serum acts as complement, 
and a suitable amboceptor is present. In both cases, therefore, 
the amboceptor can effect absorption of complement without giving 
rise to haemolysis. There is another point of agreement between the 
two combinations. Thus, despite the anchoring of horse com- 
plement brought about by treatment with horse serum, the prepared 
ox blood-cells do nob dissolve on the addition of inactive ox serum. 


^ Active sheep serum by itself is slightly haeinolytic for prepared ox blood. 
The action is intensified, however, by the addition of horse serum. 

2 It should be remarked that in the haemolysis of guinea-pig blood the ox 
serum can be replaced by goat serum. The mode of action is the same in 
both cases. 

5 Ox serum? — [Editor.] 
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Prepared blood so treated, however, at once dissolvers in a ndxture 

!onEng — ^ quantities of horse serum anelmact.ve ox 

serum. This is illustrated m the following expeument. 

• +..n»a -iw nremred. The tubes in each scries cont.'iin 

‘T'ZTp^i »»«' '.2 

prepared ox blood, plus 0.1 cc. inactive ox s<,rum. (0.1 cc. is the. 
necessary to produce complete hsemolysis.) 

•D ci/oi/'iimA'n+.s n.rft suseendcd m sfi 


arv to produce compiubu 

The sediments are suspended in salt solution plus ). 


0'X 


T'Th. in »1. «,l»lion pin. 0.1«. m«=tivn » 

serum plus 0.35 cc. horse serum. 

The result is shown in the following table: 


table viii. 


Amount of 


Horse Serum, 
cc. 

Control. 

A. 

B. 

(*. 

1.0 

0.5 

0.35 

V 0.25 

0.15 

0.1 

0 

complete 

( i 

1 1 

strong 

moderate 

trace 

0 

slight 

trace 

faint trace 

0 

0 ' 

0 

0 

0 

0 

0 

0 

0 

0 

0 

ctmiplel© 

( < 

u 

4 4 

44 

41 

41 


Column B of the table shows exactly the same Viehaybr as m a 
corresponding experiment with guinea-pig blood. DcHpite the fjw-t 
that horse serum has bound the amboceptor and complement, 
there is no hajmolysis on the addition of inactive ox serum. One 
of the main arguments which could have iKscn advanced m sup^irt of 
Bordet-Gay’s colloid theory thus fails. It is also apparent that no 
special resistance of the prepared blood-cells comes into question, 
for in column C we find that these cells are completely dissolved m a 

suitable mixture. , , i h 

Bordet and Gay, to be sure, do say that prepared ox hhmd-ccUs 

treated with horse scrum absorb the effective principles of inactive 
horse serum. However, all that they describe as a result of this is a 
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marked agglutination;' they say nothing about the occurrence of 
haemolysis, though haemolysis is what one should have expected 
according to their theory. On the other hand the authors tell us 
that ox serum, by acting on ox blood which has been prepared and 
loaded with horse complement, loses its power to agglutinate, in 
conjunction with horse serum, prepared ox blood. Nothing is said ^ 
about haemolytic action. According to the authors ox serum so 
treated when tested in conjunction with horse serum on guinea-pig 
blood, does agglutinate and dissolve the blood more slowly and 
more feebly. We felt it advisable to study the conditions more 
closely, and proceeded along the lines already described in our 
analysis of guinea-pig blood haemolysis. 

Two series of tubes are prepared. Each tube contains 1 cc. prepared 5% 
ox blood which has previously been treated for one hour with 0.5 cc. horse 
serum ( = 2 complete haemolytic doses) at 37® and then freed from fluid by 
centrifuge. Decreasing amounts of inactive ox serum are added to each tube, 
the mixtures kept at 37° for one hour and centrifuged. The decanted fluids* 

* in the one series are digested each with the sediments from 1 cc. 5% prepared 
ox blood plus 0.25 cc. horse serum, and in the other series with the sediments 
from 1 cc. 5% guinea-pig blood plus 0.25 cc. horse serum. The result is shown 
in the following table: 


TABLE IX. 




Haemolysis of 


Amount of 

1 cc. 6% Pr^ared Ox Blood by 
0.25 cc. Horse Serum plus 

I cc. 5% Guinea-pig Blood by 

0.26 cc. Horse Serum plus 

Inactive 
Horse Serum. 

A. 

B. 

A. 

B. 


Treated Ox 

Native Ox 

Treated Ox 

Native Ox 

cc. 

Serum. 

Serum. 

Serum. 

Serum. 

0.35 

complete 

complete 

complete 

complete 

0.25 

1 1 

t ( 

almost complete 

almost complete 

0.15 

( i 

t ( 

strong 

c t 

0.1 

strong 

strong 

slight 

moderate 

0.05 

moderate 

moderate 

faint trace 

trace 

0 

0 

0 

0 

0 


From the table it can be seen that ox blood loaded with horse 
complement is likewise unable to deprive inactive ox serum of the 
constituent which brings about haemolysis. In fact ox blood so 
treated is able, in conjunction with horse serum, to dissolve with 
full or only slightly impaired power not only prepared ox blood-cells: 
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but also those of the guinea-pig. In this respect, therefore, our 
results are somewhat opposed to the statements of Bordet and Gay. 
For the sake of completeness it may be mentioned that ox serum 
digested with guinea-pig blood which has previously been treated 
with active horse serum loses nothing of its power to bring about 
haemolysis of prepared ox blood. 

To sum up: 1. Prepared ox blood treated with active horse 
serum does not dissolve in inactive ox serum. 

2. The constituent of the ox serum which brings about haemolysis 
is not absorbed by prepared ox blood previously treated with horse 
serum. 

This shows that the haemolysis of prepared ox blood by the com- 
bined action of inactive ox serum and active horse serum, as also 
the haemolysis of guinea-pig blood under the same conditions cannot 
be explained on the basis of the colloid theory of Bordet and Gay. 
We have seen that the simplest postulates of this theory cannot be 
verified experimentally. In the haemolysis of guinea-pig blood it is 
at once clear that it is not the horse serum, as Bordet and Gay * 
suppose, but the ox serum which furnishes the haemolytic amboceptor. 
This ox amboceptor, as Ehrlich and Sachs have shown, is peculiar 
in that it requires first to be united with horse complement before 
it can be anchored by the red blood-cells. 

In explaining the haemolysis of prepared ox blood, it is impossible 
to regard the ox serum as acting as an amboceptor, and Bordet and 
•Gay have very properly called attention to this fact. One might 
perhaps think that the inactivated ox serum acts as a complementoid. 
In that case, to be sure, the function of the complementoid woyild be 
rather peculiar. It would be necessary to assume that the active 
horse complement was bound by the amboceptor-laden blood-cells 
at an unsuitable point so that the complement could not exert its 
action, or, in other words, so that it was ^^not dominant.^' The 
r61e of the ox complementoid would then consist in directing, as it 
were, the horse complement in the right direction. One could, for 
instance, imagine that the complementoid possessed a higher affinity 
than the horse complement, and that it would thus block the ambo- 
ceptor group at which the complement is not dominant. The horse 
complement would thus be anchored by the complementophile 
.amboceptor group for which it really possesses the smaller affinity 
but at which it is dominant. Still other interpretations are possible, 
but it would always be necessary to assume that the ox complementoid 
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is already Itself bound by the prepared ox blood. It caii; however, 
be shown that tlui active principle of the ox serum loses none of its 
powea* l)y ilig<‘Hti()n with prepared ox blood-cells. From this it 
follows tluit the vi(‘w just discussed, wherein the ox serum is regarded 
as acting as a eompleineritoid, is incorrect. 

It was iK^cessary to cast aV)out for other explanations, and it was 
natural to thiiik lluit in the hunnolysis of the pr(?par(‘d ox blood too, 
thc^ inactive^ ox serum possesscid direcd relations to the liorsc serum. 
We had noticnal tliat the ox s<‘rum amboceptor acting on guincja-jjig 
blood poHsesHCul a marked affinity for horse cornphmient. This fact 
suggc‘sted that the ox serum could produce anti(‘ompl(un(;ntary 
efTiads, for it is nuidily understood that an aml)()C(‘pt()r posstissing 
affinity for tht* eomplemcmt will act like an anticompkunent wlien the 
suitable hlood-cadls arc^ absent. As a matter of fact w(‘. hav(‘. shown 
(see Tal)le VIl) that large amounts of inactive ox serum hinder the 
hmmolysis of the preparcjd ox blood. This inhibition can only be 
due to imtieoniphmieiit action. Thesti findings naturally led us to 
suspect that tins inactive ox serum and thc^ horses H(*rum W(Tc in 
some way related to one anotluT in the production of tlu^ hmmolytic 
effect. Wc therefore proceeded as follows: 

In one mrlm of tubes decreasing amounts of horse serum were kept for 
one hour at 37®, wherempon prepared ox blood plus 0.5 ec. inactive ox serum 
were added. In another series decreasing amounts of horse serum were digested 
for one hour with 0.5 cc. inactive ox aarum at 37® whereupon the blocKi-cells 
were added. The degree of hemolysis was noted from time to time, and is 
is shown in the following table: 


TABLE X. 


Artivfi 

HorMe 

Sftnim. 

II»TOCtly.iite <»f 1 cc. 5% Prepared Ox BIckkI by Home Bemm plus Inaotlve 

Ox Serum. 

A. IIr>r»« Berum Alone 1 Ilimr at 37®, 

B. Horse Serum pliw Ox Serum 

1 Hour at 37®. 


B Min, 

' 15 Mill, 

30 Min. 

2 Hour«. 

5 Min. 

1.5 Min. 

30 Min. 

2 Houri, 


0 

rompleta 

ranipl<!te 

complete 

ftomplete 

eomplctcf 

complete 

eomplf^tci 

().,5 

0 

laoderat# 

1 almost 

1 ennipleto 

f almost 
\ complete 

* ♦ 

* * 


* ‘ 

0,B5 

0 

Mllght 

moderate 

atrorig 



ft ft 

0.25 

Cl 

0 

0 

' Minim 

moderate 

modemte 

itrrmg 

•trottg 

0 J5 

0 

0 

0 

moderate 

0 

8li«lit 

glWit 

mcK'iemt© 

0. 1 

0 

0 

0 

trace 

0 

0 

0 

trace 

0.05 

0 ! 

0 

0 1 

0 

0 

0 

0 

0 

0 

0 i 

0 

0 ? 

0 

0 

0 

0 

i 

0 
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Tlie table shows the same condition which we have already noted 
in tile hsemolysis of guinea-pig blood. The haemolysis of the prepared 
ox blood too, proceeds more rapidly if the horse serum and inactive 
ox serum are mixed some time before the addition of the blood-cells. 
From- this it follows that some sort of a reaction takes place between 
constituents of the horse serum and of the ox serum. A really 
active complex as in the haemolysis of guinea-pig blood cannot thus 
be formed, for, as we have repeatedly pointed out, the ox serum 
cannot functionate as an amboceptor. We shall probably not err 
if we assume that the inactive ox serum participates in the haemolysis, 
of the prepared ox blood by anchoring a constituent of horse serum 
which inhibits the action of the horse complement responsible for 
haemolysis. An autoanticomplement of horse serum is out of the 
question, if only for the reason that the horse complement is bound 
by the prepared ox blood-cells. On the other hand it seemed very 
possible that the horse serum constituent in question which inhibits 
haemolysis and which is bound by ox serum, possessed the character 
of a complement or a complementoid. The action of this second 
complement of horse serum would be this, that it does not dissolve 
prepared ox blood, but possesses a higher affinity than the effective 
complement. The anchoring of this constituent would cause the 
effective complement to be bound at an unsuitable situation where 
it is not dominant. In order to prove the correctness of this view 
it is necessary to show that the binding of the effective horse com- 
plement to the prepared ox blood, and the haemolysis of prepared ox 
blood by the joint action of active horse serum and inactive ox 
serum, are two independent reactions. In other words we must 
eflfect a binding of the active principle of horse serum and yet have 
no hsemolysis when under exactly the same conditions inactive ox 
serum is also present. This we have succeeded in doing. It is 
very easy to fulfil the conditions just mentioned, by digesting the 
ox blood with a smaller quantity of amboceptor. We proceeded as 
follows : 

Two series of tubes are prepared, each tube containing 1 cc. 5% ox blood 
and decreasing amounts of amboceptor (inactivated serum of a rabbit immunized 
agaiust ox blood). After remaining at 37° for one hour, the mixtures were 
centrifuged. The sediments were then treated as follows: 

Serines A. Digested with a mixture of 0.2 cc. horse serum plus 0.1 cc. inactive 
ox serum. 

/S^rzes B. Digested with 0.2 cc. horse serum ‘ for one hour at 37°, centrifuged,, 
and the sediments thus obtained mixed each with 0.1 cc. inactive ox serum. 
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Aperies C. The supernatant fluids separated in li are cligestcd witli the 
aediinents each of 1 cc. 5% prepared ox blood (prepared in tlic usual way with 
0.05 cc. amboceptor) plus 0.1 cc. inactive ox aerum. 

The result is shown in the following table: 


TABLE XI. 


Amount of Amhoroptor 
IJwhi for tho 

Troatnusnt. 

Cf*. 

Dftgrofi of IltrnniolywiH, 

Horitm A. 

Moro or Lohb Highly 
Prttparwl Ox Blood •+• 
0.2 or. IIoiwi Horuin 
+■ 0. 1 <*(’. Ina<*tivt5 

Ox H€)rutri. 

Brri(5H It. 

More or LrnB Highly 
l*mpfir(Ml Ox Iil<K)<l 4“ 
0,2 c(‘. lIorHO K4‘rum 
0<intrifug(wl, 4“ 0.1 ro. 
Irifiudivo Ox Herutri, 

HorioB 0. 

Highly Proparod 

Ox Blood (0.05) 4- 
0.1 r«. Inartivo 

Ox Horiim +0.2 rr. 
ProviouMly Digcwtocl 

1 lorHCt Borum 

0.1 

complete 

< t 

0 

faint trace 

0.05 

0 

( c 

0.025 

Btrorig 

0 

t ( 

o.oir> 

Blight 

0 

t e 

0.01 

truce 

0 

t e 

o.(K)r> 

0 

0 

1 1 

0.0025 

0 

0 

Blight 

0 

0 

0 

cornplcto 


Totfil volume alwiiyH 2 (u?. 


The tabic ahowa that ho far as the bindinp; of homo coniphtmciit 
is concerned, ox aerum which has been prepared with ono-tonth the 
amount of amboceptor (0.005 cc.) behaves exactly the same ns 
that which has been highly prepared (0.06 cc;. aijibocoptor) . In 
spite of this, we sec that such feebly prepared ox blood is nssiatant to 
the combined action of horse serum and inactive ox sesrum (Soricjs A). 
Furthermore, from Series B it is apparent that tho sucoessivo addi- 
tion of horse serum and inactive ox serum docs not lead to hmmo- 
lysis. Tho conditions discussed almve have thus becsn fulfillo<l, 
and the result shows that the phenomenon of tho binding of horse 
complement must be considered apart from that of its hsemolytie 
action. 

The following is probably the simplest conception we can make 
of the moehariism of the entire phenomenon. In view of the multi- 
plicity of amboceptors in a given imraupc serum (sec especially tho 
studies of Ehrlich and Morgenroth) there is no rea.son why wo should 
not be dealing with two different fractions of araboeeptor in the 
immune serum used to prepare the ox blood. One amboceptor is 
present in high concentration and binds the horse complement, 
although the complement is not dominant for this amboceptor. 
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The other amboceptor is present in much smaller amount, and is the 
amboceptor for which the horse complement is dominant. This 
explains how a small amount of amboceptor binds complement, and 
how hsBmolysis is effected only with a considerable excess of immune 
serum. The relations existing between weak and strong concen- 
tration of amboceptor in the immune serum are to a certain extent 
analogous to those existing between horse and ox amboceptor in the 
haemolysis of guinea-pig blood. There is, however, an important 
difference. In the haemolysis of guinea-pig blood the affinity of the 
ox amboceptor to the horse complement exceeds that of the horse 
amboceptor. When both amboceptors are present, therefore, 
haemolysis occurs. In the haemolysis of the prepared ox blood, 
however, it is not sufficient that both amboceptors are present, for 
under these circumstances, apparently, the complement is still 
anchored by the amboceptor for which it is not dominant. In order 
that the complement may lay hold of the other amboceptor, the 
cooperation of the inactive ox serum is necessary. This serum, as we 
have seen, must have direct relations with the horse serum. The 
only way in which we can conceive of this relation is to assume 
that the ox serum binds a horse serum constituent of complement 
character which directs the effective horse complement toward the 
amboceptor unsuited for producing haemolysis. The principle 
underlying this explanation is not new, similar relations having been 
studied by Ehrlich and Marshall.^ In a combination described by 
these authors, it was shown that the union of a certain non-dominant 
complement did not occur until after another complementophile 
group of the amboceptor had bound the particular complement 
which was dominant in this case. It is possible that we are here 
dealing with an analogous phenomenon. 

If we succeed, therefore, in removing the constituent of horse 
serum which causes the effective horse complement to combine with 
the unsuited amboceptor (and this, as we have seen, is accom- 
plished by the action of ox serum), we permit the horse complement 
to unite with the other, effective, amboceptor and hasmolysis can 
occur. In this case, however, it follows that the binding of the horse 
complement to the weakly prepared ox blood will not occur if the 
horse serum constituent which brings about this binding is rendered 


^ Ehrlich and Marshall, Berliner klin. Wochenschrift, No. 25, 1902. See- 
also this volume, page 226. 
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inert l)y tluj ox scrum. Thin we wc^ro actually abki to proven ex- 
p(‘riirientally. Constituting as it docs the crucial (^xpcu’inient for 
tcHting tile correctness of the views hcu’c developed, the following 
expi*riin<‘nt deserves the closest attention. 

Two mtries of tuhes are prepared: 

Srrien A. Kacli tu})e contains 0.35 cc. horse serum made up to LI ec. with 
salt s(>hiti(»n. The mixtures are kept at 37° for luUf an hour, and them (lig(*Htcd 
for IJ hours at 37°, each with the mKlimcnts from 1 cc. 5% wcuikly f)n^|)arcd 
(().{MI5 cc. aml)octiptor) ox blood. Then centrifu^^e. The decanted fluidH are 
inixtHi fleereaHing amounts of inactive ox serum (1 cc. volume) and tlieso 
mixtures are jKJurcid each over the sfidiments from 1 cc. 5% strongly prepared 
(0.05 c*c. amboceptor) ox Ijlood. 

SeritH H. Each tube contains 0.35 cc. horsii serum phis decreasing iimoimts 
of iriaetivcj ox m^nun (total volume LI cc.). Aftc*r remaining at 37° for half 
an hour the mixtures are digested for li hours at 37°, each with tlie scidiments 
from 1 ec. 5% weakly prepared (0.005 cc. amboceptor) ox blood. After 
centrifuging, the decjintcd flui<ls are poured each over the sedimenis from 
1 cc. utrongly prepared (0.05 cc. amboceptor) 5% ox blood and 1 cc. salt 
solution is iwlded. 

The result is ahowa in the following table: 


TABLE Xir. 


Amcnint of 
Iriiitalv© 

Ox Serum, 
ec. 

1 Hii?m<)ly»l8 of 1 m. 5 % Strongly 

PropariKl Ox Bloml. 

A, 

By Ox Sorum, «md 
Hori# Bofum 
whkth hai* Sofwi 
Troatod with Weakly 
Proparwl BUxjil. 

Serfw B. 

By Mixturi* of Ox 
Iferum urwl lloruo 
S#r«m aftisr tho 
Mixture haii b‘«^on 
TroatcKl with Woakly 
IVeparwl BhwMb 

0.75 

0.5 

trace 

i t 

mum 

0.35 

t i 



ti 

1 



t f 



t i 

trace 

■H 

0 

0 


An examination of the table makes it clear that the horse com- 
plement is not bound to the weakly prepared ox blood when suflcient 
quantities of the inactive ox serum are added to the horse serum- 
This rcjsult shows at once how entirely untenable is this theory of 
Bordet and Gay. According to their view we would have every 









I 
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reason to expect hsemolysis in Series B to be weaker than in Series 
A. Under no circumstances could it be stronger. In Series B 
conditions are such that the colloid^' of these authors would have 
every opportunity to be absorbed by the weakly prepared blood 
laden with complement. The result, however, is exactly the reverse, 
and absolutely contradicts the colloid theory. On the other hand the 
result it what was to be expected in accordance with our view. 
The table clearly shows that the ox serum hinders the binding of the 
horse complement by the weakly prepared ox blood. Proceeding 
from this fact we arrive at an understanding of the part played by 
the ox serum in the h£emolysis of stongly prepared ox blood by horse 
serum. We are dealing with rather complicated relations and we 
have therefore thought it wise to represent these in the attached 
diagram, figures 3-7. 

Fig. 3 represents the constitution of the immune serum. Ambo- 
ceptor a is present in weak concentration, while the other, ambo- 
ceptor hj is present in strong concentration. 

Fig. 4. pictures our conception of the relations existing when 
strongly prepared ox blood-cells are digested with horse serum. 
The immune serum used for preparing the blood contains two 
types of amboceptor, namely the strongly concentrated amboceptor 
hj and the weakly concentrated amboceptor a. (See Fig. 3.) The 
latter is the amboceptor for which the horse complement ca, is 
dominant. The horse serum, however, contains another substance 
having complementary properties, c/3 and this possesses marked 
affinity for the complementophile group /3 of amboceptor h. Ambo- 
ceptor h also possesses a group a which ordinarily does not react 
with ca. Through the anchoring of component c/3 to ^ the affinity 
of this group ca of amboceptor b- is increased so that now ambo- 
ceptor b lays hold on the effective complement ca with great avidity. 
Since, however, complement ca is not dominant for amboceptor b, 
no hasmolysis ensues. 

Fig. 5 illustrates the action of the ox serum constituent r. This . 
binds c/3, whereby the increased affinity of group a of amboceptor b 
fails to occur. This in turn causes ca to unite with a thus giving 
rise to haemolysis. 

If amboceptor a is absent, i.e., if the ox blood has been weakly, 
prepared, it will be understood that in the digestion with horse serum, 
amboceptor b binds c^ and through this also ca. The decanted fluid 
is therefore unable to dissolve strongly prepared blood even whea 
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iiiactiveox serum is present. (See Fig. 6 and also Table 12, A, of 
the text.) 

Furthermore, if the weakly prepared blood, which then has only 
bound amboceptor &, is digested with the mixture of horse serum 
and inactive ox serum, no haemolysis occurs because the effective 
amboceptor a is absent. Since, however, the ox component r binds 
cp, co: is left free. In this case if the decanted fluid is poured over 
strongly prepared ox blood, it will be found that haemolysis occurs 
without any further addition. ‘ (See Fig. 7, and experiment Table 
12, B.) 

Naturally, in addition to the factors described above, the effects 
of mass action must be considered. Thus if a small quantity of ox 
serum is made to react with a great excess of amboceptor &, it is 
evident that the reaction between h and c can still take place. It will, 
however, be slower and less complete than when the ox serum is 
entirely absent. If then amboceptor a is present at the same time 
it will be understood that a portion of c will still find opportunity to 
combine with it so that hsemoylsis occurs. But when amboceptor a 
is absent, that is when the ox blood is weakly prepared, c will still 
be able to combine with amboceptor h and the decanted fluid will 
have lost its hsemolytic power. This explains a point in Table 12. 
In the control which consisted of simple mixtures of strongly pre- 
pared ox blood, 0.35 cc. horse serum, and decreasing amounts of 
inactive ox serum, it was found that 0.1 cc. of the inactive ox serum 
, still produced complete hsemolysis. In Table 12, B, on the other 
hand, weakly prepared ox blood deprived a mixture of 0.1 cc. inactive 
ox serum plus 0.35 cc. horse serum of its hasmolytic power. 

Contrariwise we should expect to find the effective horse com- 
plement kept intact after digestion with weakly prepared ox blood 
provided the excess of inactive ox serum is allowed to act at the same 
time. This is well shown in the following experiment: 

Two series of tubes are prepared: 

Series A. Each tube contains 0.5 cc. weakly prepared 10% ox blood plus 
0.5 cc. salt solution plus decreasing amounts of active horse serum.^ 

Series B. Each tube contains 0.5 cc. weakly prepared 10% ox blood plus 
0.5 cc. inactive ox serum plus decreasing amounts active horse serum.® 

The mixtures are kept for IJ- hours at 37° and then centrifuged. The slight 
amount of hsemolysis observable in series B is shown, in Table XIII. 


^ Horse serum plus salt solution previously kept at 37° for one hour. 
® Horse serum plus ox serum previously kept at 37° for one hour. 
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TABLE XIII. 


Amount of 
Horse Serum 
cc. 

Hemolysis of 1 cc. 5% Weakly Prepared 
Ox Blood by Decreasing Amounts 
of Horse Serum. 

A. 

By Itself. 

B. 

Together with 0.5 
cc. Inactive Ox 
Serum. 

0.75 

0 

strong 

0.5 

0 

slight 

0.35 

0 

0 

0.25 

0 

0 

0.15 

0 

0 

0.1 

0 

0 

0 

0 

0 


After this the fluid decanted from the tubes of series A are niixed each 
■with 0.5 cc. inactive ox serum, and the fluids from series B, each -with 0.5 cc. 
salt solution. The mixtures are then digested each -with the sediments from 
1 cc. 5% strongly prepared ox blood. 

In control series C made at the same time, mixtures containing each 0.5 cc. 
inactive ox serum plus decreasing amounts of horse serum -were digested at 
37° for two hours, after ■which strongly prepared ox blood was added. 

The result of the experiment is shown in the following table: 


TABLE XIV. 


Haemolysis of Icc. 5% Strongly Prepared Ox Blood. 


Horse Serum. 




cc. 

Series A. 

Series B. 

Series. C. 

0.75 

0.5 

strong 

slight 

complete 

complete 

i t 

0.35 

trace 



0.25 

0 

almost complete 

almost complete 

0.15 

0 

strong 

slight 

0.1 

0 

moderate 

trace 

0 

0 

0 

0 


From the table it is clearly apparent that in the digestion with 
weakly prepared ox blood, the horse complement remains entirely 
intact provided plenty of ox serum is present, whereas by itself it 
is bound by the prepared blood, as can be seen from Column A. 
The evidence presented by this marked difference becomes still 
stronger through the fact that the action of mixtures of horse serum 
and ox serum on weakly prepared blood results in a slight degree of 
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haemolysis (See Table 13, B). Despite the occurrence of this 
haemolysis in which at least some material has been used up, the 
final result is just the opposite of what w^as, a priori, to have been 
expected. This furnished a weighty argument in favor of the view 
we have brought forward. We shall probably not err if we assume 
that the horse serum constituent is a complement, but that it is 
dominant neither for amboceptor a nor amboceptor b. The ox serum 
thus plays merely the part of anticomplement. The amboceptors 
of ox serum in general evidently possess a high affinity in their 
complementophile groups. It will be recalled that we have actually 
demonstrated this in the case of the amboceptor acting on guinea- 
pig blood and complemented by horse serum. A little consideration, 
however, will show that such amboceptors, when the cells on which 
they act are missing, will exert an anticomplementary action. This 
also explains how the inactivated ox serum when in excess, can 
inhibit the haemolysis of strongly prepared ox blood by horse com- 
plement caj although this same ox serum, in smaller quantities, 
brings this haemolysis about. This observation has been repeatedly 
made by us. It is merely necessary to assume that ox serum also 
contains very small quantities of complementophile groups a. 
Large doses of the serum would then also exert a deflecting influence 
on complement ca. 

So far as the two complements of horse serum are concerned 
{cce and c/S) it seems as though their quantitative relations are 
subject to certain fluctuations. We have already called attention 
to the fact that horse serum alone dissolves prepared ox blood cells 
to a varying degree. In the light of what has been said it is obvious 
that the haemolysis produced by horse serum alone will be stronger 
the more the concentration of the horse complement ca exceeds 
that of complement c/?. If complement c/? were entirely absent we 
should find that the haemolysis produced by horse serum alone would 
be as strong as that produced by the combined action of horse serum 
and inactive ox serum. We have not met with such extreme cases. 
Nevertheless we have observed horse sera which by themselves 
produced complete haemolysis of prepared ox blood in doses of 0.35 
to 0.3 cc. while the addition of inactive ox serum reinforced com- 
plete haemolysis only to the extent of a dose of 0.15 cc. horse serum. 
We see, therefore, that a critical study of the experimental findings 
leads to conclusions which fit perfectly into the interpretation we 
have elaborated. 
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EXPLANATION OF THE FIGURES ON THE PLATE. 

Figs. 1 and 2 illustrate the haemolysis of guinea-pig blood by the combined 
action of active horse serum and inactive ox serum. 

2 = guinea-pig blood-cell; ar = amboceptor of ox serum; ap = amboceptor of 
horse serum; c = complement of horse serum. 

Fig. 1 represents the conditions obtaining when blood, horse serum, and ox 
serum are mixed simultaneously. The ox amboceptor (ar) combines 
with the horse complement (c) and thus brings about haemolysis. 

Fig. 2. — The guinea-pig blood is first digested with horse serum (ap-fc). The 
blood-cell absorbs the horse amboceptor (ap) and this in turn anchors horse 
complement (c) . The ox amboceptor (ar) subsequently added does not find 
any horse complement (c) at its disposal, and haemolysis therefore does not 
occur. 

Figs, 3-7 illustrate the haemolysis of ox blood laden with amboceptor, by the 
combined action of active horse serum and inactive ox serum. 
z=ox blood-cell; a and 6 —partial amboceptors of the immune sera (a weakly 
concentrated, and' 6 strongly concentrated); a and /?=complementophile 
groups; ca:= the horse complement dominant for amboceptor a; c/? = the 
second complement-like constituent of horse* serum. This is dominant 
neither for a nor for 6; its union, however, with amboceptor b makes 
the complem’entophile group a of amboceptor b capable of reacting. 
r = active constituent of ox serum (anticomplement amboceptor?) which 
binds c/?. 

Fig. 3. — ^This shows the constitution of the immune serum. Amboceptor a is 
present in weak concentration, amboceptor b in strong concentration. 

Figs. 4 and 5 illustrate the mechanism of the haemolysis of strongly prepared ox 
blood by horse serum and inactive ox serum. 

Fig. 4. — Strongly prepared ox blood is digested with horse serum. Constituent 
c/? of the horse serum is bound by amboceptor 6, and this union causes 
horse complement ca to combnie with amboceptor b. Since ca, however, 
is dominant only for a and not for b, no haemolysis takes place. 

Fig. 5. — Strongly prepared ox blood is digested with a mixture of active horse 
serum and inactive ox serum. Ox serum constituent r binds component cp 
of the horse serum, and c/? is thus prevented from uniting with amboceptor b. 
Since the latter, however, does not by itself react with horse complement ca, 
ca is boimd by amboceptor a and haemolysis is brought about. 

Figs. 6 and 7 illustrate the conditions obtaining when ox blood is prepared with 
a slight amount of immune serum, and when, therefore, only amboceptor b 
has been bound by the blood-cells. 

Fig. 6. — Weakly prepared ox blood is digested with horse serum, c/? is bound 
by 6, and this union causes ca to combine with b. No haemolysis occurs. 
On centrifuging, no horse complement is foxmd in the decanted fluids. 

Fig. 7. — ^Weakly prepared ox blood is digested with a mixture of horse serum 
and inactive ox serum. Component r of the ox serum combines with c^. 
As a result of this ca is not bound by 6, and remains free. On centrifuging, 
the decanted fluid contains the horse complement. 
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This, we believe, disposes of the objections raised by Bordet 
and Gay against the view that in the haemolysis of guinea-pig blood 
the ox serum constituent acts as an amboceptor. Furthermore, a 
thorough analysis has shown that the interpretation of Bordet and 
Gay is directly opposed to a number of experimental observations. 
In contrast to this we see that all the experimental findings fit in 
perfectly with the view developed on the basis of the amboceptor 
theory. The peculiar role of the ox serum is readily explained by 
the high affinity of the complementophile groups which the serum 
contains, or the high affinity of the amboceptor to the complement. 
This applies not only to the haemolysis of guinea-pig blood, but also 
to the haemolysis of prepared ox blood. It is unnecessary, there- 
fore, to ascribe new and uniq[ue properties to the ox serum, as is done 
by Bordet and Gay. In fact the apparent exceptions to the rule 
are merely variations of the cytotoxic action whose occurrence can 
be predicated from the view developed on the basis of the amboceptor 
theory. 

Il4sum6. 

1. Contrary to the view of Bordet and Gay, in the hsemolysis of 
guinea-pig blood by active horse serum and inactive ox serum, the 
amboceptor is furnished by the ox serum and not by the horse serum. 

2. The guinea-pig blood absorbs the complement of horse serum 
through the agency of a horse amboceptor which is not dominant 
for the horse complement. 

3. Subsequent addition of ox serum to guinea-pig blood previously 
treated with horse serum does not produce haemolysis, though 
according to Bordet and Gay’s view haemolysis should occur. Neither 
is the hsemolytic component of ox serum thereby bound. This proves 
the incorrectness of Bordet and Gay's theory, according to which 
a colloid" of ox serum constitutes a third element in the cyto- 
toxic action, and is absorbed by the blood cells laden with ambo- 
ceptor and complement, thereby effecting solution of the cells. 

4. Against this a direct union of ox amboceptor and horse com- 
plement is indicated by the fact that haemolysis is considerably 
more rapid when the two sera are digested before the hlood-cells 
are added. 

5 . It is possible by treating the horse serum with guinea-pig 
blood at 0 ° to abstract a large part of the amboceptor without 
diminishing the complement content. Despite the loss of ambo- 
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ceptor the power of the horse serum to produce haemolysis in con- 
junction with the ox serum is preserved. Moreover, when digested 
with blood, such a serum suffers a smaller loss of this power than does 
native serum. This also shows that the amboceptor bringing about 
haemolysis is contained in ox serum. 

6. Bordet and Gay found that ox blood loaded with amboceptor, 
(prepared), dissolves in a mixture of active horse serum and inactive 
ox serum, but not in horse serum alone. This we were able to con- 
firm. Their interpretation, however, according to which the ox 
serum acts as a “ colloid in dissolving the ox blood previously pre- 
pared with horse serum, and according to which this colloid'^ is 
bound by the prepared ox blood, this interpretation was shown to 
be incorrect for the following reasons: 

7. Prepared ox blood absorbs the horse complement without 
thereby being dissolved. Blood so treated, however, does not 
dissolve on the addition of inactive ox scrum, nor has it the power 
to deprive the latter of its ability to bring about hasmolysis. 

8. In fact, it has been found that even in the haemolysis of pre- 
pared ox blood inactive ox serum and horse serum stand in direct 
relations with each other. If both sera are digested prior to the 
addition of the prepared ox blood, hgemolysis will be markedly 
hastened. 

9. Ox blood will also bind the horse complement if the blood is 
first treated with a small quantity of amboceptor, although haemoly- 
sis by horse serum and inactive ox serum requires a far greater 
quantity of amboceptor. This shows that the immune serum 
contains two different amboceptors. One of these, 6, present in 
high concentration, absorbs horse complement when ox serum is 
absent, the other, a, present in weak concentration, binds horse 
complement when ox serum is present. Only in the latter case 
does haemolysis occur. 

10. Ox serum prevents the binding of horse complement by 
weakly prepared (amboceptor b) ox blood, and yet does not give 
rise to haemolysis in this case. 

11. Since, however, the ox serum acts on the horse serum and not 
on the prepared blood, it follows that the ox serum binds a constituent 
of the horse serum, which constituent has the power to make possible 
and bring about the union of the horse complement and amboceptor 6. 

12. The combined action of the horse serum and inactive ox serum 
in the haemolysis of prepared ox blood is thus explained by the 
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anticomplementary effect of tlie ox serum. The anti complementary 
action, however, applies in the main only to a complement4ike 
constituent of horse serum, a constituent which causes the effective 
horse complement to unite with an amboceptor h, although the 
complement is effective only for amboceptor a. The phenomenon 
described by Bordet and Gay, therefore, cannot be explained by 
their interpretation, whereas all the experimental data are easily 
understood on the basis of the amboceptor theory. 


XLVII. STUDIES ON ANTIAMBOCEPTOES.i 


By C, H. Bkowning, M.B., Ch,B., Glasgow, Carnegie Research Fellow, Assistant 

at the Institute, 
and 

Dr. H. Sachs, Member of the Institute. 

The study of the antihaemolytic effects produced by immunization 
has greatly deepened in the past few years and become much more 
difficult. This is largely due to the recognition of the complement- 
binding power possessed by albuminous bodies when laden with 
specific antibodies. Attention was called to this phenomenon by 
Gengou^ who concluded that it demonstrated the existence or 
production of amboceptors against dissolved albuminous boclicB. 
Moreschi,^ however^ deserves the credit for first directing attention 
to the relation of this phenomenon to the well-known aiiticomplc'.- 
mentary action of the blood serum. A study of Moreschi's invcBti- 
gations, especially in the light of our present knowledge; makes it 
appear very doubtful whether the inhibiting action of immune 
sera formerly ascribed to the anticomplements is really due to the 
presence of antibodies directed against the complements, or whether 
it is not rather occasioned, at least in a measure, by the anticomple- 
mentary power exerted by the substance formed by the interaction 
of albumin and antialbumin. The problem of differentiating anti- 
complements sensu stnetiori has now become more difficult than ever, 
because the mode of action of the anticomplements in no way differs 
from that of the albumin complex laden with amboceptor. 

For the present, therefore, the problem of demonstrating true 
antihsemolysins appears to be more readily studied by directing 
attention first to the antiamboceptors. Our knowledge concerning 


^ Reprinted from the Berlin, klin. Wochenschrift, 1906, Nos. 20 and 21. 

^ Gengou, Sur les sensibilatrices des scrums actifs centre lea substances 
albuminoides. Annales Pasteur, 1902, T. XVI. 

® Moreschi, Zur Lehre von den Anticomplementen. Berliner kHn. Wochen- 
Bchr., 1905, No. 37, and 1906, No. 4. 
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the antiamboceptors produced by immunization has undergone 
■ profound alterations within the past few years, thanks to the funda- 
mental researches made by Bordet. These investigations were fully 
confirmed as to fact by Ehrlich and Sachs/ and by Muir and Brown- 
ing.2 We must, therefore, assume that the antiamboceptors are 
usually antibodies of the complementophile group, and in this respect 
must regard Bordet^s findings as a most conclusive argument in 
favor of the amboceptor theory. Bordet’s strongest point consists of 
the fact that it is possible, by immunizing with normal serum, to 
produce antiamboccptors which act against all the amboceptors 
(both normal and immune) of the species whose serum was used 
for immunization. But just this circumstance should arouse skepti- 
cism and make us question whether perhaps the antiamboceptor 
effect is not merely apparent, and counterfeited by the complement- 
binding power of albumin laden with antibody. The experimental 
analysis of this case is far more easy than the differentiation of the 
anti-complements. In true antiamboceptors the point of attack 
is a different one, being confined, as already said, to the comple- 
mentophile group of the amboceptor. Nevertheless, the differen- 
tiation of the antiamboceptors is not as simple as was originally 
stated in Ehrlich and Morgenroth’s communications. Suppose, for 
example, that we mix amboceptor and antiamboceptor, add blood- 
cells, centrifuge, wash the sediment thoroughly, and find, after the 
addition of complement, that haemolysis does not take place. A 
little consideration will show that such a result permits of two 
interpretations. It may be due to an antiamboceptor; it may, 
however, be due to the complement-deflecting power exerted by an 
albuminous precipitate possibly carried down with the blood-cells 
laden with amboceptor. It is important to bear in mind that the 
serum containing the amboceptors also contains albumin antigens, 
and that the antiamboceptor serum contains albumin antibodies. 
We fully agree, therefore, with the statement made by Pfeiffer and 


^ Ehrlich and Sachs, tJeber den Mechanismus der Antiamboceptorwirkung. 
See page 561. 

^ Muir and Browning, On the Properties of Anti-iimnune bodies and comple- 
mentoids. Journal of Hygiene, 1906, Vol. VI, No. 1. 

Note. — Those wishing to follow the historical development of the subject 
will find this discussed in the paper by Ehrlich and Sachs already alluded to. 
In this, too, mention will be found of the investigations of Pfeiffer and Eried- 
berger, which may be regarded as precursors of Bordet's observations. 
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that ^‘the anticomplementary action of the precipitate 
^erfeit the existence of antiamboceptors/’ 
tn amboceptor derived from a human convalescent from 
feiffer and Friedberger^ found that bacteriolysis could 
cl by a rabbit serum obtained by immunizing a rabbit 
n serum. They concluded from their experiments that 
lity of this being an antiamboceptor action could be ex- 
' must be pointed out, however, that the results permit 
explanation. In the first place Pfeiffer and Moreschi 
ighly improbable that the antiserum obtained by immun- 
normal human serum should contain cholera antiambo- 
'his assumption is wholly unwarranted. We have already 
ition to Bordet^s observation that by immunizing with 
jrum one obtains antiamboceptors against all the ambo- 
he same species. These antiamboceptors, being directed 
complementophile group, are in their action entirely 
fc of the cytophilic specificity. The fact, therefore, that 
I (human) serum used for immunization contains no 
>oceptors, does not in any way argue against the existence 
antiamboceptors. 

vith the main experiment cited by Pfeiffer and Moreschi. 
not necessarily show the absence of antiamboceptors, 
1 it does show the antibacteriolytic action produced by 
)f complement and precipitate. Pfeiffer and Moreschi 
1 antiserum derived from rabbits by immunization with 
n. When human cholera serum was used as amboceptor, 
he precipitates and the supernatant fluids, they found 
jcipitates exerted an antibacteriolytic action, while the 
fluid had no such action. From the conception of anti- 
3 furnished by Bordet's experiments, it might very well 
antiamboceptors contained in the antiserum had been 
the amboceptors present in the normal human serum 
scipitation. So far as the specific cholera amboceptors 
‘,d, these amboceptors accordingly have acted as ^'anti- 
►tors," and being so combined, their action as ambo- 
ccluded. All that can be claimed for this experiment, 
that it demonstrates the antibacteriolytic action of the 

er and Moreschi, Berliner klin. Wochenschr. No. 2, 1906. 
er and Moreschi (?)— {Translator]. 
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precipitate. It sheds no light on the possibility of antiamboceptors 
being present in the antiserum at the same time. 

The solution of this problem is simplified if we succeed in excluding 
the action of the precipitate and so permit the supposed antiambo- 
ceptor to act by itself. This can be accomplished by anchoring 
the amboceptor to the cell and removing the normal serum constit- 
uents by centrifuging. From this point of view, one may even con- 
sider the problem as already solved. The experiments of Bordet,, 
Ehrlich and Sachs, Muir and Browning, with haemolytic amboceptors, 
and those of Shibayama and Toyoda^ with bacteriolytic amboceptors- 
all agree in showing that the antiamboceptor acts even when the 
cell, loaded with amboceptor, has been separated from free serum 
constituents. Nevertheless, in view of the small traces of albuminous 
substance which suffice, when combined with suitable antibody, to 
deflect complement, it might be objected that it is difficult to com- 
pletely free the sedimented blood-cells from traces of adherent 
albuminous substances. This difficulty would appear considerable, 
especially if we incline to believe that the blood-cells have some 
absorbing action on the albuminous substances. Furthermore, 
the antiamboceptors sometimes do not act at once on the amboceptor 
anchored to the cell. Bordet, for example, was unable to produce the 
antiamboceptor action until he suspended the blood-cells in inactive 
serum. This, of course, diminishes the value of the demonstration, 
since it introduces a possible interference due to complementoids- 
(Muir and Browning). Our own observations lead us to believe that 
the ability of antiamboceptor to unite with the amboceptor bound to 
the cell or with the free amboceptor is very variable. 

In view of these objections we have therefore attempted to demon- 
strate the presence of antiamboceptors indirectly, by excluding the 
action of antiamboceptors while allowing antibody and albuminous 
substances to participate in the reaction. It would seem that the 
simplest way to attain this would be to employ, as the source of 
amboceptor, a different species of animal than was used for producing 
the antiamboceptor. 

The antiserum used by us was obtained from a goat which had 
been immunized with rabbit serum.^ The amboceptor, of course. 


• ^ Shibayama and Toyoda, Centralbl. f. Bact., Orig. Vol. XL, 1906. 

2 The serum with which these animals were immunized was derived from 
rabbits which had been treated with ox blood. It therefore contained specific 
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had to be derived from a rabbit. In the present instance it was an 
inactivated serum obtained from a rabbit treated with ox blood. 
Guinea-pig serum was used as complement. In order to exclude 
the action of the antiamboceptor, a parallel experiment was made 
in which the amboceptor consisted of the inactivated serum of a 
goat immunized with ox blood, guinea-pig serum being used as 
complement. For the sake of simplicity we shall term the ambo- 
ceptors respectively rabbit amboceptor ” and '^goat aniboceptor/' 
The experiment is as follows : 

Two series of test-tubes were prepared, decreasing amounts of the anti- 
serum. being placed in each tube. The volume in each tube was always made 
up to 1.0 cc. with physiological salt solution. To the tubes in series A was 
then added 0.0015 cc. (1^ solvent doses) of the rabbit amboceptor; while the 
tubes of series B received 0.015 cc. goat amboceptor (IJ solvent doses) plus 
0.0015 cc. normal inactive rabbit serum. Both series of tubes were kept 
at room temperature for three-quarters of an hour, after which 1 cc. of a 5% 
suspension of ox blood-cells was added to each tube. After incubation at 37® 
for one hour, the tubes were centrifuged, the sediments resuspended in phys log- 
ical salt solution, and mixed with guinea-pig serum as complement. The 
amount of complement also equaled IJ solvent doses, being 0.075 cc. in serms A, 
and 0.05 cc. in series B. After this the tubes were kept at 37° for two hours, 
and then placed in the refrigerator over night. The result noted the next 
morning is shown in the following table: 


TABLE I. 


Amount of 
Antiserum, 
cc. 

Degree of Haemolysis. 

Series A. 

Series B. 

0.5 

0 

strong 

0.25 

0 

complete 

0.15 

0 

Ci 

0.1 

0 

i t 

0.05 

0 

1 1 

0.025 

strong 

t ( 

0.015 

C i 

1 1 

0.01 

complete 

t ( 

0.005 

( t 

t ( 

0 

1 i 

e t 


amboceptors for ox blood. So far as the production of antiamboceptora or of 
antibodies against the albuminous substances is concerned, this is immaterial. 
Controls made with the serum of a goat immunized with normal rabbit serum, 
yielded the same results. The quantity of the latter available was too nm^\\ 
ijo suflSice for all of the experiments here reported. 
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In order to analyze the result of this experiment, it will be 
advisable to first have a clear idea as to the constitution of the 
sediments in the two series previous to the addition of the comple- 
ment. In series A the sediment consists of: 

1. The blood-cells laden with amboceptor. 

2. The antiamboceptor (if such is present in the antiserum) 
bound to the complementophile group of the amboceptor. 

3. It may contain the precipitate formed by the combination of 
albuminous constituents of the rabbit serum with the antiserum. 

In series B the sediment also contains blood-cells laden with 
amboceptor, but there is, of course, no antiamboceptor. The con- 
ditions for the formation of the precipitate, however, are exactly 
the same as in series A, for in both series the same quantity of normal 
albuminous constitutents of rabbit serum are present. 

In series B, if we disregard the slight inhibition with large doses, 
of antiserum, we find that the blood cells in all the tubes have been 
completely dissolved. This can only mean that either the sediments, 
contained no precipitate, or that the precipitate present was unable 
to exert its deflecting power on complement. It follows that the 
marked inhibition of hoemolysis observed in series A must be ascribed 
to the action of antiamboceptors. 

Against this interpretation it might be objected that perhaps 
the sediments of series A also lack an antiamboceptor, and that the 
inhibition of hgemolysis is due to the deflection of complement by 
the precipitate. It would then be necessary to assume that the 
goat amboceptor possessed a stronger affinity for the complement 
than did the rabbit amboceptor, in consequence of which no deflection 
of complement was produced by the precipitates in series B. In 
order to meet this objection we have devised another experiment, 
making use of the rabbit amboceptor as before, and excluding the 
antiamboceptor while still maintaining the same favorable con- 
ditions for the formation of a precipitate. The experiment is 
made as follows: 

Decreasing amounts of antiserum are mixed with 0.0015 cc. inactivated 
normal rabbit serum, and the mixtures kept at room temperature for forty-five 
minutes. To each tube is then added 1 cc. 5% ox blood, the mixtures kept 
at 37° for one hour, and then centrifuged. The sediments are mixed with 
0.0015 cc. rabbit amboceptor plus 0.075 cc. guinea-pig serum. It will be seen 
that the experiment corresponds to that described in Table I, A, except that 
in place of the specific amboceptor, an equal volume of normal serum is mixed 
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with the antiserum, the rabbit amboceptor being added to the mixture only 
after the antiamboceptor has been removed. The result of this experiment 
is shown in the following table (Column A of Table I may be regarded as the 
control) : 


TABLE II. 


' 

' 

Amount of Antiserium. 
cc. 

Degree of Hsemolysis. 

0,5 

slight 

0.25 

almost complete 

0.15 

0.1 

0.05 

complete 

n 

ti 

0.025 

it 

0.015 

it 

0 

it 


It will be seen that with this modification; too, the antiserum,, 
except in very large amounts, does not influence hsemolysis. There 
can be be no doubt, therefore, that the inhibiting factor of the anti- 
serum under these conditions is practically only the antiamboceptor. 
While these experiments positively demonstrate the existence of 
antiamboceptors in the antiserum, they leave untouched the question 
as to whether the antiserum may not at the same time contain, 
antibodies for albuminous substances. Considering the manner in 
which the antiserum is produced, it is natural to assume that such 
antibodies are formed along with the antiamboceptors. All that we 
are interested in at the present time, however, is the possibility of 
these antibodies counterfeiting the existence of antiamboceptors.. 
After the experiments just described, this seems out of the question. 

It might be doubted whether the albumin content of the normal 
rabbit serum corresponds to that of the rabbit serum specific for 
ox blood. The immune semm might be much richer in albuminous, 
substances. Although there seems little basis for such an assumption, 
we have thought it advisable to investigate the matter. In a further 
experiment, therefore, we used varying quantities of the normal 
rabbit serum with constant amounts of the antiserum. The ex- 
periments were carried out as follows: 

Two series of tests are made: 

(A) Each tube contains 0.15 cc. antiserum, plus 0.0015 ec. rabbit ambo- 
ceptor, plus decreasing amounts inactive normal rabbit smim. After standing, 
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forty-five minutes at room temperature, the ox-hlcKMl suHfjension in 
and the mixtures kept for one liour at 37®. After centrifuging, the sedi mental 
are resuspended in physiological salt solution, and mixed witli 0.07 /iec*. 
pig scrum. 

(B) Each tube contains 0.15 cc. antisc^rum, J)1 uh deereaHing amoiinlH of 
inactive normal ral)hit serum. After standing for forty-five minides at riMiin 
temperature, the ox-blood suspension is added ami the mixtures ke|>t for oiie 
hour at 37®. After centrifuging, the scnliments are mixetl with OiHIIore. 
ral)hit amboceptor, kept at 37® for one liour, and again centrifuged. To 
se<iiments are then added 0.075 cc. guinea-pig serum. 

In this experinuuit (uich H{‘ri(?H again contains tho mmm mn- 
stitucnts in like anioimts, the main (liflertuice hetwei'n tiierii con- 
sisting in th(^ sec|\H‘nc(i in which tlu^ conHiitut^nts are iiclclocL By 
having varied this, wci are (mahl(*d to exclvul(% in Hcries B, the acdbii 
of the antiainboceptor. Tint result of the experiment is shown in 
Table III. 


TABLE riL 



It will be seen that denjnie an incrmml amounl of pm-ipitaUn 
Bub&tance, the prenpiUde, exerts no bindimj arlinn on romplnmnl. 
In series A, on the other hand, the inhihitmj adion of the. nntiomhorrptor 
is again very nmrked. The experiment also mIiowk that ii nliitively 
slight excess of the normal rabbit Heriim paralyzes the antiamt«»reptor 
action, a fact which finds a natural explanation in the infnfenmeis 
of the normal amlwceptors. 

At first sight the results shown in M*ries A wn-in stmiewhiit similar 
to those obtained in experiments made to th>termine the nmoimt 
of albuminous substance necessary to produce delleetion of c«*mpl«!- 
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^ent when combined with the corresponding antiserum. We know 
from the researches of Fleischmann and Michaelis/ as well as from 
those of Moreschi,^ that an excess of the albuminous antigen inhibits 
the deflection of complement. The same phenomenon is observed 
in the precipitin reaction. From the control furnished by series 
B, it is apparent that deflection of complement plays no part in the 
antihsemolytic action noted in series A. It follows, therefore, that 
the inhibition of hmmolysis observed when large amounts of serum 
are employed, is to be regarded as an antagonistic action exerted 
by the normal serum on the antiamboceptor, and must be ascribed 
to the normal amboceptors present. 

In spite of this we may assume that in both series the blood-cell 
sediments contain an admixture of albuminous precipitate, for it 
could easily be shown that the antiserum possessed precipitating 
properties. The serum, to be sure, was rather weak, especially so 
far as the intensity of precipitation was concerned. ' It is to be noted, 
however, that even with the greatest excess of rabbit serum occurring 
in our experiments, there was no failure of precipitate formation; 
in fact, this increased in proportion to the amount of prccipitablo 
substance employed. Granted then, that the blood-cell sediments 
contained albumin precipitates, two alternatives may be offered 
to explain the lack of deflecting power on complements. Thus, it 
is possible that, despite the formation of a precipitate, there are no 
antibodies which are able to bind complement, or, if present, none that 
enter into the reaction. On the other hand, and this is important 
so far as the amboceptor problem is concerned, it is to be noted that 
with the technique employed by us, conditions have been introduced 
which render occurrence of deflection difficult or impossible. In order 
to produce deflection of complement, one proceeds by first mixing 
the albuminous antigen, antiserum, and complement, and subse- 
quently adding blood cells and amboceptor. In our experiments, 
on the contrary, the resulting sediment already contains : 1, blood- 
eclls laden with amboceptor, and 2, the precipitate. The complement 
which is now added finds two alternative points of attachment, and 
it depends entirely on the lelative affinity possessed by these as to 
where the complement will be bound. Had the complement been 
ftEowed to react with the precipitate alone, it would undoubtedly 


* Fleischmaim and Michaelis, Mediz. Klin., No. 1, 1906. 
^Mor^hi, 1. c. 
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have been anchored, and then, owing to the secondary tightening 
of the bonds, would no longer have been available even for a group 
possessing somewhat higher affinity. One can easily convince one’s 
self of the part played in deflection by the sequence in which the 
various reagents are added. In a recent study, Michaelis and 
Fleischmann ^ have called attention to the sources of error to which 
disregard of this circumstance may give rise. 

We made the following experiment with our antiserum: 

Two series of tubes were prepared, each containing 0.1 cc. antiserum and 
decreasing amounts of normal rabbit serum. The volume was made up to 
1.5 cc. and the mixtures allowed to stand for twenty-four hours in order to 
secure the maximum amount of precipitation. The tubes were sharply cen- 
trifuged, and the supernatant fluid removed. To the sediments in series A 
were then added 0.075 cc. guinea-pig serum, and the mixtures kept at 37° for 
one hour. Then the ox blood, plus 0.0015 cc. rabbit amboceptor, was added. 
In series B, the sequence was altered to: ox blood, plus 0.0015 cc. amboceptor — 
one hour at 37° — ^then 0.75 cc. guinea-pig serum. 

The degree of haemolysis at the end of 1^ hours is shown in Table IV. 


TABLE IV. 


Amount of Normal 
Rabbit Serum, 
cc. 

Degree of Haemolysis. 

Series A. 

Series B. 

0.25 

0 

complete 

0.15 

faint trace 

{ 1 

0.1 

1 ( 

1 1 

0.05 

strong 

i 1 

* 1 1 

0.025 

c t 

0.015 

i c 

1 1 

0.01 

\ almost complete 

t i 

0 

complete 

1 1 


It will be seen that the precipitate has exerted a deflection of 
complement, though not to a very high degree; there is no deflection, 
however, when the sequence in which the various reagents are added 
is the same as that employed in our antiamboceptor experiments.^ 
The essential importance of the technique employed, when 


^ Michaelis and Fleischmann, Zeitsch. f . klin. Medizin. Vol. 58, 1906. 

^ It is impossible for us to say whether the sequences in which the reagent® 
are added would have the same determining influence when other ambo- 
ceptors, especially bactericidal amboceptors, are employed. 
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making experiments on the deflection of complement, was also well 
demonstrated by using a strong precipitating serum which had 
previously been employed for identifying human albumin. This 
serum was obtained from rabbits by immunization with human 
serum, and is therefore termed H-R-serum."'' Since the only 
antiamboceptors which this serum can contain are those directed 
against human amboceptors, it is obvious that an antiamboceptor 
action is at once excluded if we employ rabbit amboceptors specific 
for ox blood. We began by following the regular technique employed 
by M. Neisser and Sachs ^ in their studies on the forensic blood test 
by means of antihaimolytic action, and followed this by two parallel 
experiments in which we varied the sequence of the reagents em- 
ployed. The details of the three tests are as follows: 

Series A. Each tube contains 0.02 cc. H-R-serum, plus 0.05 cc. guinea-pig 
serum, plus decreasing amounts human seruin. Mixtures kept one hour at 
37®. Then 1 cc. 5% ox blood, plus 0.0015 rabbit amboceptor. 

Series B. 0.02 cc. H-R-serum, plus human serum, plus 1 cc. 5% ox blood, 
plus 0.0015 rabbit amboceptor. After standing one hour at 37®, 0.05 cc. 
guinea-pig serum. 

Series C, 0.02 cc. H-R-serum, plus human serum, plus I cc. 5% ox blood, 
plus 0.0015 rabbit amboceptor. After standing for If hours at 37°, the 
mixtures are centrifuged. Then 0.05 guinea-pig serum is added to the sedi- 
ments. 

In series C, the mixtures were kept at 37® for If hours in order to furnish 
more favorable conditions for the formation of a precipitate, and also so that 
the conditions as to time would be the same as those in the antiamboceptor 
experiment. In series B and C, the guinea-pig serum was kept at 37® for 
one hour previous to mixing. 

The result of this experiment is shown in Table V. 


TABLE V. 


Amount? of Human 
Serum, 
cc. 

Degree of Haemolysis. 

Series A. 

Series B. 

Series 0. 

0.001 

0 

trace 

1 


0.0001 

0 

t ( 



0.00001 

0 

moderate 


^ complete 

0.000001 

0 

comjplete 

1 


0 

complete 

J 

1 


‘ Neisser and S^chs, Berliner klin. Wochenschrift, No. 3, 1906. 





660 


COLLECTED STUDIES IN IMMUNITY. 


In series A we see deflection of complement very well marked; 
in series B, in which, complement was added last, the deflection is 
considerably lessened, and when the additions are made in accord- 
ance with the technique of the antiamboceptor experiment, we find 
that there is no deflection whatever. In this experiment, as already 
explained, we made use of an antiserum having strong precipitating 
and deflecting power. The result confirms our contention that 
the inhibiting, action observed in our previous experiments is not 
due to the formation of a precipitate, but is caused solely by anti- 
amboceptors. 

i Even when present, the precipitates are unable to exert a deflec- 
tion on the complement provided blood-cells laden with amboceptor 
are present at the same time, so that the complement subsequently 
introduced has the alternative of combining with precipitate or with 
the prepared blood-cells. At the same time we must call attention 
to a possibility which makes it likely that an intensification of the 
power of the precipitate occurs in connection with the antiamboceptor 
action. Conditions might exist under which the complement would 
replace the antiamboceptor already bound to the amboceptor, were 
not the precipitate present at the same time. It is possible that 
this explains the varying results obtained in attempts to definitely 
replace with antiamboceptor the normal amboceptor already anchored 
to the cell, and freed from normal serum constituents.^ It is con- 


^ Ehrlich and Sachs (l.c.) called attention to a paradoxical phenomenon, 
which consisted in the fact that the sensitized blood-cells were protected only 
by small doses of the antiserum, while an excess of antiserum did not inhibit 
haemolysis. They found, however, that the antihaemolytic effect was produced 
even with an excess of antiserum, provided a small quantity of normal serum 
homologous to the amboceptor was added. Moreschi (l.c.) interprets this 
as indicating an anticomplementary action due to the formation of a pre- 
cipitate. In opposition to this, it may be remarked that under analogous 
conditions the formation of a precipitate does not lead to a deflection of com- 
plement. The peculiarity of the phenomenon described by Ehrlich and Sachs 
consists not alone in the fact that the antiserum acts only after the addition 
of normal serum. The striking thing is that an excess should cause the anti- 
serum to lose its inhibiting property. In this the presence and coaction of 
normal serum constituents (precipitable substances) are entirely out of the 
question. Hence, while at first sight Moreschi’s explanation appears very 
apt, we see that it is insuflScient to throw light on the entire group of facts 
presented by Ehrlich and Sachs. EoY the present it will be difficult to get 
along without accepting the possibility suggested by those authors, namely. 
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ceivable that even under these circumstances, the antiamboceptor 
is always bound, but that in many cases this union can still be 
dissolved by the complement owing to the absence of the deflecting 
precipitate. If we accept this secondary participation of the pre- 
cipitate in the antiamboceptor action, it is easy to understand the 
apparent failure of the antiamboceptor to be bound to the sensitized 
blood-cells. Some explanation for this lack of combination is 
certainly desirable. One would naturally expect the antiambo- 
ceptor to act more powerfully on the sensitized blood-cells, for in 
blood-cells laden with amboceptor the free, normal amboceptors, of 
the immune serum are absent. These free amboceptors come into 
action when the antiamboceptor acts directly on the entire immune 
serum, and they can thus lower the action of the antiamboceptor on 
the specific amboceptor. As a matter of fact, we have encountered 
instances in which the antiserum acted just as strongly on the 
sensitized cell as on the native immune serum. In other cases, 
however, the antiserum, when employed in accordance with the 
usual technique (sensitized blood 4- antiserum — one hour at — 
centrifuging — addition of complement — two hours at 37°), exerted 
no action whatever. This was the case with the antiserum whose 
properties we have discussed in this paper. 

These considerations led us to see if we could make the action 
of the antiserum on the sensitized cell visible. To do this we felt 
that two things in particular had to be regarded. In the first place, 
it seemed advisible to leave the antiserum in contact with the blood- 
cells laden with amboceptor as long as possible, in order to effect 
the maximum amount of binding with the antiamboceptor. This 
would make it more difiicult for the complement subsequently added 
to dislodge the antiamboceptor. In the second place, it seemed 
probable that the complement only gradually displaced the anti- 
amboceptor, and that examinations made at intervals would reveal 
a phase in which an antiamboceptor action can be observed. 

We arranged our experiment as follows: 


an interfering action produced by two antibodies in the antiserum, bodies 
liaving the type of antiamboceptors. So far as the details are concerned we 
must refer to the original paper of Ehrlich and Sachs. Here we would only 
remark that the interpretation given at that time is applicable also to those 
cases in which the antiamboceptor is without effect when sensitized blood- 
cells freed from normal serum constituents are employed. 
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To 1 cc. 5% ox blood are added 0.0015 cc. amboceptor, and the 

mixtures kept at 37° for one hour. Each tube reeeive« (h‘ercaHiri^ jiinoimtfi 
of antiserum, those in series A directly, and thone in B, to the bloiHb 

cells separated by centrifuge and freed from the fluifi mi‘diiim in which 
had been suspended. The two series therefore contained, in addition to the 
antiserum: 

jSeries A. Blood-cells laden with amboceptor, plus free? normal amlwocffi- 
tors, plus precipitable substance. 

Series B. Only blood-cells laden with amlioceptor. 

Both sets of tubes are kept at 37° for two hours, then in the refrigerator 
over night, and centrifuged the next morning. Tlie sedimentH are mi«pt*iidifd 
in physiological salt solution to which, for each IuIhj, IJ solvent dtmm of 
guinea-pig serum have been added (0.03 cc.). The degree of temoIy»i« |g 
noted at the end of i and 2 hours. See Table VL 


TABLE VL 



Degree of Ha*rnolysl«. 

Amount of 
Antiserum, 
cc. 

Series A. 

H. 


After i Hour. 

After 2 Houis. 

After i Hour, 

After 2 Hour*. 

0.25 

0.15 

0.1 

0.05 

0.025 

0.015 

0.01 

0.005 

0.0025 

0.0015 

0.001 

0 

0 

0 

0 

faint trace 
trace 
moderate 
almost complete 

complete 

it 

1 1 

it 

0 

0 

faint trace 
strong 
complete 

It 

it 

1 1 

1 1 

tc 

It 

ti 

0 

0 

0 

0 

0 

0 

m(K lerate 

1 1 

i ( 

strong 

i t 

complete 

miKlerate 

i ( 

Htrong 

< i 

alintwt cwriptetc 
mmpkie 

i i 

4 t 

i 1 

4 i 


A number of points are brought out by this table. In Herbs B we oli«i!rv0 
that the antiamboceptor has exerted a distinct influenca on thii antianil^o- 
ceptor^^ anchored by the cells and freiMl from other st^rum Cfoiiitit4iiHiti. 
Examining the tubes at the end of half an hour we §m that lafiiiolyik tti» 
been markedly inhibited. Subsequently, however, this inhibition griidtinlly dl». 
appears, so that at the end of two hours what little antiliieniolylic fictirm Is 
still present is insignificant when compared to the antiamiMiceptor mtimi at 
the end of half an hour. This result agre^ very well with the iwiiriiption tliat 
the complement is able, after a time, to dislodge the On 

comparing the results in series B with those in sirl« A., w® not# tlj«t tti# 


^ Misprint for amboceptor (?)— [Editor.] 
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inhibition of haemolysis at the end of half an hour is less marked in the latter. 
One would have expected the contrary to be the case, or the presence of pre- 
<)ipitable substance in series A furnishes conditions favorable to the formation 
of a precipitate. It must not be forgotten, however, that the mixtures in 
series A also contain free normal amboceptors (eliminated in series B) and 
these may be able to diminish the antiamboceptor action. This is all the 
more likely since these amboceptors are free in solution and therefore more 
readily able to react with the antiamboceptors than are the specific am- 
boceptors already bound to the cell. 

At the end of two hours, on the other hand, we find that the antiambo- 
<jeptor action is more marked in series A than in series B. On the basis of 
the above assumption, this might be due to the fact that the precipitate 
produced by the large quantities of antiserum is, in a way, a deflector of 
complement, since it robs the complement of its tendency to break up the 
amboceptor-antiamboceptor combination. Under the conditions obtaining, 
the complement-binding power of the precipitate is too small to prevent the 
complement uniting with the free complementophile group of the amboceptor, 
but is large enough to restrain it when the complementophile group is already 
occupied by the antiamboceptor. Precipitate and antiamboceptor would thus 
at times mutually support each other in their action. 

To what extent such a combined action really occurs must be 
left to future investigations. In any case, we believe it important 
to bear this possibility in mind, in order to gain a clear idea of all 
the conditions which may play a part in the action of anti- 
amboceptors. 

Each of the two factors (precipitate and antiamboceptor) will 
surely also be able to exert an antihsemolytic effect by itself. The 
independent action of the antiamboceptor is demonstrated further 
by the fact that it persists even when the complement is increased 
several times. If the inhibition were due only to precipitates, we 
should expect that it would be overcome by an excess of complement, 
since the precipitate acts only as an anticomplement. On the con- 
trary, it can be shown that the inhibition produced by the anti- 
amboceptor persists even when the dose of complement is consider- 
ably increased. It might be thought that a precipitate present at the 
same time binds all the complement added, but this is not the case. 
It is possible to demonstrate the presence of sufficient free complement 
by separating the fluid from the imdissolved blood-cells, and allowing 
it to act on native, sensitized blood-ceUs. This fact agrees with 
Bordet^s observaticm, that the antiamboceptor robs sensitized blood- 
cells of the 'power to bind complement. When we employed a 
very small quantity of complement, just sufficient to produce com- 
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plete hsemolysis, we did, to be sure, observe a slight loss of comple- 
ment, despite the presence of antiamboceptor. We believe that this 
is caused by the presence of a very small amount of precipitate. The 
important fact, however, is that we could demonstrate plenty of 
free complement, although there was no haemolysis. ^ A brief de- 
scription of such an experiment follows: 

To 0.125 cc. antiserum are added 0.0015 cc. rabbit amboceptor, 
and the mixtures kept at rooni temperature for 45 minutes. Ox 
blood is added, and the mixtures kept at 37° for one hour. After 
centrifuging, the sediments are mixed with guinea-pig serum, as 
follows : 

1. 0.075 cc. = li complete solvent doses. 

2. 0.1 cc. = 2 solvent doses. 

3. 0.2 cc.==4 solvent doses. 

4. 0.3 ' cc. = 6 solvent doses. 

The tubes are kept at 37° for two hours, then over night in the 
ice chest. The following day the supernatant fluids are carefully 
poured off and tested for complement by adding the sediments 
obtained from 1 cc. 5 % ox blood plus 0.0015 cc. rabbit amboceptor. 
The result is shown in Table VII. 


TABLE VII. 


Amount of 
Guinea-pig Serum, 
cc. 

Degree of Hsemolysis. 

Of the Original 
Mixtures. 

(6) 

Of the Decanted 
Fluids Digested 
with Ox Blood plus 
Amboceptor. 

0.075 

0 

strong 

0.1 

0 

complete 

0.2 

0 

le 

0.3 

0 

u 


Although as indicated in the first column of the table, there is a 
moderate diminution of complement, we note that despite a plentiful 
amount of complement, hsemolysis does not occur. The reason for 


^ We see, therefore, that the ability of the complement to dislodge anchored 
antiamboceptor (if such a power is at all possessed by the complement) does 
not always manifest itself. 
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this is because the complementophile group of the amboceptor is* 
occupied by the antiamboceptor, whereby this point of attachment is 
blocked for the complement as with a complementoid. 

■ Summing up the results of our experiments, we must conclude 
that it is impossible longer to doubt the existence, in the antiserum, 
of antibodies directed against haemolytic amboceptors. It is possible v 
to differentiate them in their action, even when antibodies for 
albuminous substances are present at the same time. This estab- 
lishes the antiamboceptors as inhibiting substances sui generis. 
By the formation of precipitates, the albumin-antibodies may, at 
times, more or less favor the action of the antiamboceptors, without,, 
however, exhibiting the complement-binding power inherent in them.. 


XLVIII. DISSOCIATION PHENOMENA IN THE TOXIN- 
ANTITOXIN COMBINATION.! 

By Doctors R. Otto and H. Sa.chs. 

In recent years a number of investigators have called attention 
to a curious paradoxical phenomenon, namely, that with suitable 
mixtures of toxin and antitoxin the toxicity for animals is the greater 
up to a certain point, the smaller the fractional part injected. It is 
to the keen observation of Behring ^ that we owe the first data on 
this subject. Behring found that the injection of 1-50, or even 1-500, 
part of a mixture of tetanus toxin and tetanus antitoxin was more 
highly toxic for mice than the injection of the entire amount. It 
should at once be stated that the fractional parts were diluted with 
water, so that the volume injected was the same in all cases. Analo- 
gous observations were recently made by Madsen^ working with 
the toxin of botulism. This investigator found that toxin-antitoxin 
mixtures which exerted only very slight toxic effects might still kill 
guinea-pigs, if but the fortieth or eightieth part of the mixture were 
used. Similarly, the slight toxic effects of the full amount could 
be entirely avoided if ten times this quantity was injected. We, too, 
encountered the phenomenon some years ago in the course of test 
tube experiments on the haemolytic action of garden-spider toxin. 
After the publication of Madsen's observations, we took up the 
question anew, and studied the phenomenon in mixtures of botulism 
toxin and antitoxin. In view of the interest which attaches to the 


^ Reprinted from Zeitschr. f. exp. Pathol, u. Therapie, Vol. Ill, 1906. 

^ E. von Behring, Aetiologie and aetiologische Therapie des Tetanus. Beh- 
ring’s Beitrage zur experimentellen Therapie, Heft 7, 1904, p. 51; also ibid. 
Heft 3, 1900, p. 1092. 

2 Th. Madsen, Gifte und Gegengifte, Centralblatt f . Bacteriologie, Referate, 
Vol. 37, 1905; also Proceedings of the Danish Academy of Sciences, Meeting, 
Dec. 16, 1904. 
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subject, we have felt it advisable to publish the results of our experi- 
ments, especially since they shed some light on the cause of the 
paradoxical results. 

The botulism toxin and its antitoxin was kindly furnished us by 
Professor Porssmann of Lund. We began by experimenting with 
mice, and first determined the lethal dose by subcutaneous injections. 
This is shown in the following table: 


TABLE I. 


Dose of Toxin. 

Effect on the Animal. 

Remarks . 

0.0002 

t2* 



0.0001 

t3 

— 

0.00009 

lives 

sick 8 days 

0.00008 

tc 

sick 3 days 


♦ t2, etc., denote death on the second day, etc. 


We next determined the 1/ quantity of the antitoxin, using 
1,000 times the fatal dose (0.1 cc.) for this purpose. The mixtures 
of toxin-antitoxin were allowed to stand for three hours at room 
temperature previous to injection. The result of this test is shown 
in Table 11. 


TABLE II. 


Dose of Toxin, 

Dose of 
Antitoxin.. 

Effect on Uie 
AnlmaJbs. 

Remarks. 

0.1 

0.001 

fives 



0.1 

0.0009 

(t 

— 

0.1 

0.0008 

{{ 

— 

0.1 

0.0007 

it 

sick 1 day 

0.1 

0.0006 

it 

sick 4 days 

0.1 

0.0005 



— 

0.1 

0.0001 


’2 

— 

0.1 

0.0003 

i 


ri 



The experiments proper began with a mixture of toxin, 0.1 + 
antitoxin, 0.0006. The mice were injected subcutaneously with 
1/1, 1/2, 1/5, 1/10, etc., of this mixture. The dilutions were pre- 
pared immediately before the injection, and the volume of the fluid 
injected was always 1 cc. The result is shown in Table III. 





668 


COLLECTED STUDIES IN IMMUNITY. 


TABLE III. 


Fractional Part 

The Injection was Made 





of the Mixture 

1 ^ 


B 

(0.1 Toxin 4- 
0.0006 Anti- ^ 

Directly after Mixing. 

After Three Hours* Standing. 

toxin) Injected. 






Effect. 

Remarks. 

Effect. 

1 

Remarks. 

1/1 

lives 

sick 2 days 

lives 

sick 3 days 

1/2 

1 1 

sick 4 days 

i t 

sick 3 days 

1/5 

t2 

— 

t ( 

sick 5 days 

1/10 

tli 

— 

t3 

— 

1/20 

t2 

— 

t3 

— 

1/50 

t2 

— 

t5 

— 

1/75 

t2 

— 

t4 

— 

1/100 

t3 


lives 

sick 2 days 


The table needs no further explanation. It completely confirms 
the results obtained by Madsen, and exhibits the paradoxical phe- 
nomenon in the clearest manner. It should be noted that it makes 
very little difference whether the dilutions of the original mixture 
and the injections are made immediately after preparing the mixture 
or after the latter has stood for three hours, though the phenomenon 
is perhaps somewhat more striking if the injections are made at 
once. 

A deeper insight was afforded when we used rabbits for the 
inoculations, for then we were able to apply the toxin-antitoxin 
mixtures by means of intravenous injections. A comparison of the 

values in rabbits, both with subcutaneous and intravenous 
injections, at once showed marked differences. Thus when we 
injected toxin-antitoxin mixtures which had stood three hours, we 
found the intravenous injections to be considerably more toxic than 
the subcutaneous. If, however, we waited 24 hours after preparing 
the mixtures, and then injected, we found that this difference 
was practically wiped out. Such an experiment is reproduced in 
Table IV. 

From the table we see that the toxicity of the mixtures by sub- 
cutaneous injection has been but slightly . altered by the 24 hours’ 
standing; there is perhaps a little impairment, but it is inconsider- 
able. When intravenous injections are employed, however, a marked 
loss of toxicity is caused by the twenty-four hours’ standing. In the 
case of this botulism toxin we are apparently dealing with the same 
conditions which Morgenroth has described in the case of diphtheria 
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TABLE IV. 


(A) Determination of Lf when Mixtures have stood 3 Hours. 


Dose of 
Toxin. 

Dose of 
Antitoxin. 

Subcutaneous. 

Intravaneous. 

ElEFect. 

Remarks. 

Effect. 

Remarks. 

0.1 

0.0004 

t4 



n 



0.1 

0.0007 

lives 

sick 2 days 

t3 

— 

0.1 

0.001 


— 

t3 

— 


(B) Determination of Lf when Mixtures have stood 24 Hours. 


0.1 

0.0001 

t3 



n 


0.1 

0.0002 

t4 

— 


— 

0.1 

0.0004 

tl7 

— 

tl6 

— 

0.1 

0.0007 

lives 

lively 

lives 1 

slightly ill 

3 days 

0.1 

0.001 

— 

— 

lives 

lively 


toxin. Morgenroth ^ found that the reaction between diphtheria 
toxin and its antitoxin proceeded slowly, but that the time relations 
could be brought out only by maens of intravenous injections. When 
subcutaneous injections were employed, the length of time which 
the toxin-antitoxin mixtures remained in contact appeared to have 
no influence whatever. Morgenroth therefore assumed that in the 
subcutaneous areolar tissue certain factors are present which hasten 
the union of toxin and antitoxin.'^ His idea, then, is that the reac- 
tion is hastened by certain positive catalytic influences.^ We shall 
probably not err if we interpret our own results, with botulism toxin, 
in the same manner, and assume that they are the result of a slow 
reaction between toxin and antitoxin, which reaction is hastened in 
the subcutaneous connective tissue. 

In view of these facts one might assume that the increased tox- 
icity of fractional portions of a reMively neutral toxin-antitoxin 
mixture was due to the catalytic action of the tissues, somewhat in 


1 Morgenroth, Tjatersuchungen liber die Bindung von Diphtherietoxin und 
Antitoxin, zugleich dn Bdtrag zur Kenntniss der Constitution des Diphtherie- 
giftes. Zdtschrift f. Hygiene, Vol. XLVIII, 1904,' also Berliner Min. 
Wochensehr., No. 20, 1904. 

* Attention may be called to the fact that von Behring assumed the exist- 
ence of a positive katalysator (conductor) in fresh tetanus antitoxin. See., 
Deutsche med. Wochenschiift, No. 35, 1903. 
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the following manner: the original mixture injected subcutanc‘ouhIy 
is not yet completely neutralized and l)ecom(‘s so only through thi* 
catalytic action of the subcutaneous tissues. It is coruauvabhi that 
this catalytic action might become less with (U^creasiiig fauiecuiira- 
tion of the toxin-antitoxin mixture, so that thci original coiu'caitratecl 
solution proved non-poisonous while a fractional part of the* Himu\ 
through the absence of the neutralizing catalytic action, would still 
be toxic. Such an assumption would at least explain certain of the 
observed facts. It seemed advisable, therefore, to repeat the <*X” 
periments in such a way as to exclude th(^ catalytic a(‘tion of the? 
subcutaneous tissue and this was easily possible by injc'cting rabl)it» 
intravenously. The determinations of the L*^ dose for rabbits are 
shown in the following table: 


TABLE V. 





Intravaneous Injection after 


Amount of 
Toxin. 

Amount of 
Antitoxin. 

Standing 3 Hours. 

Stan<ling 24 Hoiiik. 



liaiult. 

lleinarks. 

.. i 

IlOHUlt. 

Keruarkjfl. 

0.5 

0.001 




t2 


0.5 

0.0015 

— 

— 


0.5 

0.002 


— 

to 


0.5 

0.003 

h 

— 

lives 

ill 2 days 

0.5 

0.004 

tl5 

— 


0.5 

0.005 

lives 

lively 

“ — 

“““ 


Having obtained these data, we injected two serieB of rabbits with 
dilutions of the following mixtures: 

(а) 0.5 toxin plus 0.004 antitoxin standing 3 hours. 

(б) 0.5 toxin plus 0.003 antitoxin standing 24 hours. 

The result of the experiment is shown in Table VI. 

From this table we see at once that even when intravenous injec- 
tions are employed, the increased toxicity of fractional portiorw of 
toxin-antitoxin mixtures is still strikingly manifested. We shall, 
therefore, have to assume that reaUy neutralized mixtures of toxin 
and antitoxin become more toxic on dilution, that, in other wordi, 
there is a dissociation of the toxin-antitoxin combination when the 
mixtures are diluted. From Table VI6, moreover, we learn that 
this dissociability almost disappears when the mixtures have stood 
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TABLE VI. 


Fractional 
Portion of the 
Mixture 
Injected. 

Mixture a. 

Mixture 6. 

Result. 

Remarks. 

Result. 

Remarks. 

1/1 

lives 

ill 2 days 

lives 

well(?) 

1/2 

t5 

- 

( t 

{t 

1/4 

ts 

— 

i t 

ill a long time 

1/8 

lives 

ill 4 days 

i c 

well(?) 

1/16 

lives 

well 

( i 

ill several days 

1/32 

lives 

1 1 

tc 

well 


for some time. With mixtures that have stood 24 hours before dilut- 
ing, there is practically no increase in toxicity as a result of dilution,, 
and this is all the more noticeable because the mixture which stood 
24 hours contained only three-quarters of the quantity of toxin con- 
tained in that which stood only three hours. It is necessary, there- 
fore, to distinguish two phases in the reaction between toxin and 
antitoxin, a primary phase in which neutralization has taken place, 
but in which dilution suffices to again liberate some of the toxin, and 
a secondary phase in which this is no longer possible or is possible 
only to a very slight degree. The assumption of these two phases 
accords completely with Ehrlich's views concerning the relations 
existing between toxin and antitoxin. We assume that in the toxin- 
antitoxin reaction there exists a stage in which the reaction is to a 
certain extent reversible, and that this is succeeded by a tightening 
of the bonds, a stage of firm union, in which the reversibility is lost. 
The most striking example of this secondary tightening is that knowni 
as the Danysz-Dungem ^ phenomenon, which consists in the demon- 
stration of increased toxicity of toxin-antitoxin mixtures by the: 
fractional additional of the toxin. 

In the phenomenon which we are studying, the first stage of the 
reaction, namely, that of reversibility, is brought out by diluting the 
mixtures. It has, of course, long been known that the union of 
toxin and antitoxin proceeds more rapidly in concentrated than in 
dilute solutions, and this has from the outset been emphasized by 
Ehrlich. What was new about these observations was the fact that 
neutralized, concentrated toxin-antitoxin mixtures could be disso- 


^ V. Dungem, Deutsch. med. Wochenschr., 1904; Sachs, Berl. klin. Wochen- 
6chr., 1904; and Centralbl. Bacteriol. I Abt., Orig. Vol. XXXVII, 1904. 
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ciated to so great a degree by diluting the mixtures. The process 
reminds one in a way of the well-known chemical phenomenon of 
hydrolytic dissociation. To mention but a single example, acetic 
acid and alcohol unite to form ethylacetate. Conversely, however, 
when diluted with water, ethylacetate decomposes into its two 
components, acetic acid and alcohol. If we regard the toxin as the 
acetic acid, the antitoxin as the alcohol, and the neutral toxin-anti- 
toxin mixture as the product of the two, ethylacetate, we get a good 
picture of what occurs when we dilute the toxin-antitoxin mixture. 
Our experiments show, then, that by diluting neutral toxin-antitoxin 
mixtures it is possible to recover the two components, toxin and anti- 
toxin, up to a certain point. Furthermore, the possibility of doing 
this by dilution exists for only a comparatively short time. After 
this the secondary tightening of the bonds effects such a firm union 
that this mode of separating the two components does not avail. 
By making use of special methods, however, it is possible, even after 
a considerable time, to liberate the toxin from a neutral toxin-anti- 
toxin mixture. This is well shown by the interesting experiments 
recently published by MorgenrothA This author showed that by 
allowing hydrochloric acid to act on a neutral mixture of cobra 
venom and its antitoxin, complete dissociation could be effected, 
so that the entire amount of the two substances could be recovered. 
Morgenroth rightly regards this demonstration as an important 
argument in favor of the chemical theory of the toxin-antitoxin 
reaction, and emphasizes the fact that this behavior in no way 
contradicts the stereochemical conception formulated by Ehrlich. 

Conditions apparently are such that after the union has become 
firm only the intense influence of powerful agents, such as hydrochloric 
acid in the case before us, or ferments in the case of glucosides, are 
able to effect dissociation. In contrast to this, we see that the di- 
lution phenomenon studied by us is demonstrable only during the 
stage of loose union, mere dilution being unable to effect dissociation 
after the union has become firm. It is evident, from what has been 
said, that it is impossible to analyze these reactions according to the 
principle of the Guldberg-Waage law. Objection must also be made 
to the attempts to view these relations from the standpoint of 
colloid chemistry. These attempts grow out of purely external 

^ Morgenroth, Ueber die Wiedergewinnimg von Toxin aus seiner Antitoxin- 
verbindung, Berliner klinische Wochenschrift, 1905, No. 50. 
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analogies which in no way warrant abandoning the structuro- 
chemical conception. The latter alone has been able to do justice to 
the manifold phenomena under discussion. 

We have seen that the increased toxicity effected by dilution is 
not dependent on any special vital influences on the part of the 
animal injected. This point is still further confirmed by experi- 
ments which we made with arachnolysin (the haemolytic principle 
of the garden spider in which we were able to reproduce the same 
conditions in test-tube experiments.^ 

The serum employed in our experiments was obtained by im- 
munizing rabbits against arachnolysin. This poison is particularly 
well suited for experiments of this kind because it is very resistant 
and because the reaction between arachnolysin and antilysin is 
prajctically completed in an hour. During the first hour, to be sure, 
the course of the reaction is a gradual one. The blood used was 
always 1 cc. of a 5% suspension of rabbit blood. Of the arachno- 
lysin 0.2 cc. (approximately 200 complete solvent doses) were mixed i 

with varying amounts of antilysin and the mixtures made up to an 
equal volume (8 cc.) with physiological salt solution. The first 
titration of the mixture was undertaken at the end of an hour, and 
a second at the end of 24 hours. The contents of each tube was 
always made up to 2 cc. with salt solution. The result of the 
experiment is shown in Table VII. 

^ Sachs, Zur Keantmss des Kreuzspimiengiftes. See this volume, page 
167 . 

* Madsen, to be sure, mentions similar observations in the case of saponin 
and cholesterin. His experiments, however, do not impress us as justifying 
the analo^zing conclusion which he draws. Thus one sees that the deter- 
minations of the haemolytic power of the saponin do not proceed quite 
regularly; the saponin by itself, in his tests, sometimes acts more powerfully 
in small doses than in large. Then, too, in the titrations of the saponin- 
cholesterin mixtures there are zones of marked action from which there is 
diminished IwemolyMs both mth larger and 'with smaller doses. Finally, it 
I should be noted that this diminution is succeeded upwards by a progressive 

increase of hsemolysis, reaching its maximum with the largest dose of the 
mixture. It is evident, therefore, that these experiments of Madsen have 
nothing to do with the phenomena observe by him or with those observed 
by us with the tomn of botulism. We are unable to say what causes the 
irregularities in the saponin-cholesterin tests. The meehanism of the action 
of cholesterin on saponin is manifestly entirely different from that of 
the toxin-antitoxin reaction. 
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prepared fresh antilytic sera by immunizing rabbits, and found that 
these at once gave the paradoxical results under discussion. Con- 
cerning the cause of this peculiar behavior of fresh and old anti- 
toxin we can only offer conjectures. One could assume that on 
standing the antitoxin becomes changed into a form possessing greater 
affinity. It must be admitted that the experiences had with other 
sera, both antitoxic and bactericidal, do not lend support to this 
assumption, since thus far we know age merely to weaken the sera 
but not to increase the antitoxic action. It is more natural, there- 
fore, to assume that the serum contains substances which act like 
negative catalyzers. Thus, while the positive catalyzers already 
mentioned hasten the toxin-antitoxin reaction, the negative cata- 
lyzers assumed to exist in the serum would retard the tightening 
of the union. One would then say that the fresh antiarachnolysin 
serum contained the negative catalyzer, and that this by retarding 
the tightening of the union, made possible the dissociation of the 
two components when the mixtures were diluted. In an old serum, 
on the other hand, this retarding substance would be absent, thus 
making the toxin-antitoxin union firm in a very short time. In 
that case, of course, the dilution phenomenon could not be demon- 
strated. 

We believe that a mere study of the successive events in the 
toxin-antitoxin neutralization permits of no direct conclusions. We 
have seen that it is impossible to exclude certain factors which 
markedly affect the course of the reaction; the existence of positive 
catalyzers had necessarily to be assumed, and the influence of nega- 
tive catalyzers was rendered probable by the results of our investi- 
gations. It is therefore impossible by a mere numerical analysis of 
the course of the experiment to draw definite conclusions concerning 
the absolute combining affinity in the toxin-antitoxin reaction. 


XLIX. TEE PARTIAL-FUNCTIONS OF CELLSA 

By Prof- Pa-Itl Ehrlich. 

The history of our knowledge of \rital phenomena, and of ist 
organic world can be divided into two parts. For a long -tine 
anatomy, especially the anatomy of the human body^ constit>ii“te 
the beginning and the end of scientific knowledge. Further pra^nes 
was only made possible by the invention of the microscope. IVlstri 
years, however, passed by before Schwann demonstrated thot oe 
as the final biologic unit. It would be like carrying wisdorxi t 
Athens to sketch for you the immeasurable progress which we ov% 
to the introduction of the cell concept, the concept about whicla. tit 
entire modern science of life turns. 

I take it to be generally accepted that everything which goos o 
within the body, assimilation and disassimilation, is referable?^ i 
the final analysis, to the cell; that the cells of different organs 
differentiated from each other in a specific manner, and that t>li 
differentiation makes it possible for them to fulfill their vamriou 
functions. 

The results mentioned were achieved principally by histologies 
examinations of dead and living tissues, though the allied sciejtioe; 
physiology, toxicology, and especially comparative anatomy an 
biology, made most valuable contributions. Nevertheless I 
inclined to believe that the aid which the microscope has given, an 
can still give us is approaching a limit, and that in a deeper annly^s; 
of the all-important problem of cell life the application of ojoticj 
contrivances, no matter how delicate, will fail us. The time 
come for a further study of the minute chemistry of cell life; 
concept cell must be resolved into a large number of distinct 


^ The yobel Lecture, delivered in Stockholm, Dee. 11, 1908. RepK*io,t€ 
from Miinchener mediz. Woehenschrift, No. 5, 1909. 
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functions. The activities of a cell, however, are essentially chemical 
in nature, and since the formation of chemical structure is beyond 
the pale of visibility, it follows that we must cast about for other- 
methods of study. This is important not only for a real understand- 
ing of vital phenomena, but because it constitutes the basis of a. 
truly rational use of drugs. 

The first step in this complicated domain was taken, as is often 
the case, quite indirectly. Following Behring’s great discovery of 
the antitoxins, I sought to gain a deeper insight into the nature of 
their action, and after considerable study succeeded in finding the 
key to the mystery. 

You all know that the power to excite the production of anti- 
bodies is confined to a distinct group of poisonous substances, the 
so-called toxins. These are products of the metabolism of animal 
or vegetable cells: diphtheria and tetantus toxins, abrin, ricin^ 
snake venom, and many others. None of these substances can be 
crystallized; all seem to belong to the class of substances spoken of 
as albuminoid. In general the toxin is characterized by two prop- 
erties, first, its toxicity, second, its power to excite the production 
of a specific antitoxin in the animal body. 

In my quantitative investigations concerning this process I 
found that the toxins, especially solutions of diphtheria toxin, 
underwent a peculiar transformation, either spontaneously on stand- 
ing, or through the action of thermic or chemic influences. While 
their toxicity was lost to a greater or less extent, their power to 
excite antibody production in the animal body remained intact. 
Furthermore, it was found that these transformation products, 
which I term toxoids and which my esteemed friend, Professor 
Arrhenius, has encountered in his numerous experiments, these 
toxoids still retained the power to specifically neutralize the anti- 
toxin. In fact, in favorable cases it was possible to demonstrate 
that the transformation of toxin into toxoid is quantitative, i. e., a 
certain poison solution would neutralize exactly the same amount of 
antitoxin before as after the transformation into toxoid. 

These facts permit of but one explanation, namely, that the 
toxin possesses two groups having different functions. One of these 
which remains intact in the ^Hoxoid'" and which therefore is to be 
regarded as the more stable, must possess the property of exciting the 
production of antibodies when injected into an animal, and must 
also be able to neutralize the antibody both in a test tube and in 
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vivo. Since, however, the relations existing between toxin and its 
antitoxin are strictly specific (tetanus antitoxin neutralizes only 
tetanus poison, diphtheria serum only diphtheria poison, snake 
antivennin only snake venom, etc., etc.) it is necessary to assume 
that a chemical union occurs between the two opposing substances. 
In view of the strict specificity this binding is best explained by 
assuming the existence of two groups having a definite configura- 
tion, of two groups fitting one another like a lock to a key, to use 
Emil Fischcr^s apt comparison. Considering the firmness of the 
union on the one hand, and the fact that neutralization takes })laee 
•even in very high dilutions without the aid of chemical agents, we 
must assume that the binding is due to a close chemical relationship, 
in all probability analogous to a true chemical synthesis. 

Recent investigations, in fact, have shown that it is possible, by 
chemical interference, to disrupt the combination, to split the toxin- 
antitoxin union into its components. Morgenroth, for exampki, has 
shown this with a number of poisons. Thus with snake venom and 
diphtheria poiosn he found that the action of hydrochloric a(!id 
caused the toxin-antitoxin combination to resolve into its original 
components, just as in pure chemistry stable combinations such as 
the glucosides, when acted on by acids, are resolved into their two 
components, sugar and the constituent aromatic group. Thc\se 
investigations showed that the more stable group of tlu^ toxin 
molecule, the group to which I have given the name 'diaptophorc^,'’ 
is able to exhibit marked chemical activity of spcjcific character, 
and it was therefore very natural to assume that just this group 
effected the anchoring of the toxin to the cell We see, for example*, 
how many species of bacterial poisons take weeks before they pro- 
duce disturbances, and how they confine their injurious action to 
heart, kidney, or nerve. We see animals ill of tetanus infection 
exhibiting spasms and contractures for months. All this compels 
us to admit that these phenomena can only be caused by the anchor- 
ing of the poison by certain definite cell complexes. 

I therefore assumed that tetanus poison, for example, united 
with certain definite chemical groups of the cell protoplasm, partic- 
ularly of the protoplasm of the motor ganglion cells, and I fiirthf*r 
believed that this chemical union was the prerequisite and the cfiiise 
of the disease. These groups I termed "'poison receptors/" or simply 
''receptors."" Wassermann, through his well-known experiments, 
was able to demonstrate the correctness of this view, by showing 
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that normal brain substance is able to neutralize definite quantities 
•of tetanus toxin. A number of objections were made against these 
experiments, but they proved to carry no weight. I am convinced 
that it has been proven conclusively that the cells contain definite 
chemical groups which bind the poison. And that these groups, 
receptors, react with the haptophore portion of the toxin, is shown 
by the fact that it is possible to immunize with toxoids, in which, 
of course, only the haptophore group is present. We know that this 
haptophore group of the toxins must possess a peculiar, highly 
complex stereochemical structure, and since it reacts in exactly the 
same manner both with the antitoxin and with the cell receptors, we 
conclude that the group contained in the protoplasm, the cell receptor, 
must be Identical with the antitoxin’’ present in solution in the 
scrum of the immunized animals. In view of the fact that the cell 
receptor constitutes the preformed element, while the artificially 
produced antitoxin represents the result, i. e., the secondary element, 
it is most natural to believe that the antitoxin is nothing else than 
thrust-off constituents of the cell, in fact surplus receptors which 
have been thrust off. The explanation for this is very simple. It 
is merely necessary to assume that the various specific cell receptors 
which bind, for example, snake vemon, diphtheria poison, tetanus 
poison, botulism poison, etc., are not intended to serve as poison 
catchers for poisons with which the animal perhaps never comes into 
contact under ordinary conditions, but that they are really designed 
to chemically bind normal metabolic products, i. e., that they are 
intended primarily to effect assimilation. These receptors are there- 
fore to be thought of as side chains of the protoplasm possessing the 
power of assimilation. When laid hold of by a toxin molecule, the 
particular normal function of this group is lost, put out of action. 
Thereupon, following the principle discovered by Weigert, the pro- 
toplasm not only renairs the injury, but even over-compensates the 
defect, i. e., there is superregeneration. Finally, with the accumu- 
lation and repetition of the injections, so many of these regenerated 
groups are formed in the body of the cell that they hinder, as it 
were, the normal cell functions, whereupon the cell rids itself of the 
burden by thrusting the groups off into the blood. 

The most striking thing about this process is the enormous 
difference between the amount of poisan injected and the antitoxin 
produced. Some idea of this disproportion can be gained from the 
statement made by Emorr that one part of toxin produces a quantity 
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of antitoxin sufficient to neutralize one million times the quantity of 
toxin injected. 

There are those, to be sure, who believe the process is much 
simpler than this. Straub, for example, thinks it is essentially 
analogous to simple detoxicating phenomena occurring in the body, 
comparing it, for example, with the formation of an ethereal sul- 
phuric acid from injected phenol. The only difference, Straub 
believes, is that phenol sulphuric acid is stable in the organism, while 
the toxin-antitoxin combination is unstable, being partially destroyed 
in the organism. This destruction, however, affects only one com- 
ponent, the injected toxin, the other, the reaction product of the 
organism (being related to the organism and therefore not a foreign 
biological substance) escapes elimination and remains in the blood 
and body fluids. By systematically repeating the poisoning it is 
thus possible to increase the protective power of the blood, so that 
when this blood is injected into other animals the protective power 
is transformed, and the injected animals become resistant to the 
toxic infection. 

This is Straub’s idea. With so simple an explanation, one will 
wonder why this question has engaged the attention of so many 
investigators in immunity these many years. As a matter of fact, 
however, it seems entirely to.have escaped the author that according 
to his theory a certain quantity of toxin can only produce an equiv- 
alent amount of antitoxin. Fortunately, however, in immuniza- 
tion this is not the case. It can be shown, as has already been said, 
that one part of toxin can produce an amount of antitoxin a million 
times more than the equivalent. This alone is enough to show 
how untenable Straub’s conception is. 

Of far greater importance is the fact that the demonstration of 
this hyperregeneration proves the preformation and the chemical 
individuality of the corresponding toxin receptors. That which the 
cell constantly produces and which can be given off to the blood after 
the manner of a secretion must have a chemical ^^individuality.” 
This constitutes the first step toward resolving the cell concept into 
a large number of separate individual functions. From the begin- 
ning I had assumed that the toxin represented nothing more than an 
assimilable food stuff to which in addition, by chance as it were, was 
attached a side group, very labile in character, which really exerted 
the toxic action. 

This view was very quickly confirmed in a number of ways. 
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The actual independence of haptophore and toxophore groups wag 
conclusively demonstrated by tbe discovery of substances whicli 
had the power to excite the production of antibodies, and which, 
therefore, were antigens, without possessing any toxic action. I 
xnay remind you of the precipitins first observed by Kraus, Tschis-. 
tovitsch and Bordet. These authors showed that albuminous bodies, 
clcrived from either animal or vegetable organisms were able to. 
excite the production of specifically reacting antibodies, and this, 
whether they possessed toxic properties or not. The demonstration 
of their antigen nature was thus extended to true food stuffs, a result, 
to be expected on the basis of my theory. Moreover, even among 
the poisons found in nature, some have been encountered in which 
the independence of the haptophore and of the toxophore apparatus, 
is at once recognized. I refer to cytotoxins which are found normally 
in the blood scrum of certain higher animals, or which can be artifi- 
cially produced by immunization with any particular species of cell. 
These cytotoxins differ from all other poisons known to us by the 
extraordinary specificity of their action by a degree of monotropism 
possessed, so far as we know, only by the poisons derived from the 
living animal body. Owing to their complex constitution it is easy 
to differentiate the haptophore and the toxophore apparatus, and 
to show that the function of the distributive component, the ambo- 
ceptor, is to concentrate the really active substance on the affected 
cell. This is effected by an increase in the afidnity of the amboceptor 
after union with the cell has taken place. The fact that ani-^ 
rnal cells act as antigens without possessing any toxic action, and the 
fact that it is possible to immunize with dissolved albuminous sub-, 
stances, demonstrates that only the haptophore group is responsible 
for the formation of antibodies. 

The recognition and the careful analysis of the specific relations 
existing between the haptophore groups of antibodies and of recep- 
tors, has proven of the highest theoretical and practical importance 
in serum diagnosis. To cite only a few examples, let me call your 
attention to the determination of the agglutinating titer in its 
application to the Widal reaction in typhoid fever, to the method 
of differentiating albumins introduced by Wassermann and XJhlen- 
huth, and its significance in the forensic diagnosis of blood, to the 
measurement of the opsonic index introduced by Wright, and to 
numerous applications which have been made of the method of 
complement binding, a method whose scientific basis also rest^ 
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on the principle of anchoring the antibody to the haptophore 
group. 

Without going further into this subject, I wish merely to em- 
phasize the fact that there are a number of foodstuffs, mostly probably 
albuminous in character, which find specific receptors on the cells, 
and that we are thus enabled by means of immunization to draw 
these receptors into the blood. Here they present themselves in 
various forms as agglutinins, precipitins, amboceptors, and opsonins, 
and as antitoxins and antiferments. By causing them to accumulate 
in the blood we can subject these substances to minute analysis, 
a procedure entirely out of the question so long as they remained 
part of the cell. The extent to which the analysis of these reactions 
can be pursued is well illustrated by the study of the toxin-antitoxin 
combination and by the recognition of the complex character of the 
amboceptor action. 

This, of course, does not by itself solve the mystery of life. Com- 
paring the latter to the complex structure of a mechanical apparatus, 
we might say that we are at least able to take out some of the wheels 
and study them minutely. This is certainly a great advance over 
the former method — to smash the entire apparatus and then hope 
to learn something from the mass of fragments. 

I term all the receptors which are enabled and designed to assimi- 
late foodstuffs for the cell “nutri-receptors.'' I consider that these 
nutri-receptors constitute the source of the antibodies mentioned 
above. From a pluralistic standpoint it is, of course, necessaiy to 
assume that there are a large number of nutri-receptors of various 
kinds. In view of the complexity of the organism, and of the 
multiplicity and specificity of the cell functions, a standpoint other 
than this appears out of the question. In immunizing we can dis- 
tinguish three classes of nutri-receptors, namely: 

1. Those which do 7iot pass into the blood in the form of anti- 
bodies. We may assume that this is the case with nutri-receptors 
serving the very simplest functions, as, for example, the absorption 
of simple fats and sugars. 

2. Those which pass into the blood in the manner described 
above, forming characteristic antibodies. The production of these 
corresponds to a superregeneration. 

3. The third form contrasts with the preceding, in that instead 
of a regeneration, there is a disappearance of receptors. Experi- 
mental evidence of the occurrence of this form, to be sure, has thus 
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far been very meagre. The one example which may be familiar to 
the reader is the fact demonstrated by H. Kossel that on long- 
continued immunization of rabbits with the hsemotoxic eel serum, 
the blood cells finally became insusceptible to this serum, as though 
they had lost their specific receptors. 

Recently, aided by my colleagues, Dr. Rohl and Miss Gulbransen, 
I succeeded in gaining an insight into the nature of the disappearance 
of receptors. While the work will be made the subject of a special 
paper, I may here say that our experiments were made on trypano- 
somes. Working in my laboratory, Franke, after infecting a monkey 
with a particular species of trypanosome, had cured the disease by 
means of chemo-therapeutic agents, and had tested the immunity 
of the animal by again infecting it with the original strain. Con- 
trary to expectations, it was found that the monkey was not immune, 
so that after a very prolonged incubation, the disease reappeared. 
If mice were inoculated with blood from the diseased animal, i. e., 
with blood .containing trypanosomes, they became infected and 
died. Curiously, however, if the trypanosomes were first removed 
from this monkey blood, it was found that the serum was able to 
kill the origmal strain of trypanosomes. This showed that the try- 
panosomes had undergone some change in the body of the monkey, 
and that the variety thus produced differed from the original strain 
in its behavior toward the serum; it had become serum-fast. 
Similar observations were made at the same time by Kleine, and 
recently also by Mesnil. 

We found that when animals which had been infected with a 
particular strain of trypanosome were treated with less than the 
complete sterilizing dose of suitable substance (arsanil, arsazetin, 
arsenophenylglycin) the trypanosomes disappear from the blood for 
a time. It can easily be shown that in this case also antibody has 
been produced. The few parasites which escape destruction lie 
dormant in the body for a time and gradually adapt themselves to 
the antibodies present in the serum. Then they again pass into the 
blood, where they rapidly multiply and bring about the death of the 
animal. We inoculated the trypanosomes so obtained into two 
series of mice. One series consisted of mice which had been infected 
with the original strain and then cured with suitable doses. These 
animals, therefore, possessed specific antibodies. The other series 
consisted of normal mice. Infection resulted equally • rapidly in 
both series. This shows that the parasites of the strain producing 
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the relapse have undergone a biological alteration, in that they have 
become serum-fast.^ The alteration in these parasites is not super- 
ficial in character. On the contrary it may persist for many months 
and through repeated passage through normal animals. The re- 
lapse strain maintains its resistance to the antibodies produced by 
the original strain, and can thus be positiv(dy identified. 

It was necessary to attempt to gain an insight into the 
nature of this alteration. After varying the experiments in many 
ways we reached the following conclusion: The original strain is 
plentifully supplied with a certain uniform type of nutri-receptor, 
which we may term group A. If the parasites arc now killed and 
dissolved in the mouse's body, group A acts as antigen and gives 
rise to antibodies having definite relationship to group A. When 
living parasites are brought into contact with this antibody, either 
in vitro or in vivo, the antibody is anchored by the parasites. As 
a result of this occupation of its receptors, the parasites undcu’go the 
biological alteration which leads to the relapse strain. The altera- 
tion consists in the disappearance of the original group A, and its 
replacement by a new group, B. The following experiment shows 
that the relapse strain contains a new group. Two mice are inf(‘c*tcd 
with the relapse strain, which possesses group B, and are then com- 
pletely healed. On infecting one mouse with the original strain, 
the other with the relapse strain, it will be found that infection with 
the original strain, carrier of group A, is succtessful, while nunfc‘ction 
with the relapse strain is at first unHucc^essful. This shows that the 
original strain and the relapse strain are not idcuitical, that they 
must be carriers of two different functional groups. We are dealing, 
therefore, with a typical case of disappearance of receptors following 
immunization, and accompanied by the formation of an entirely new 
variety of receptor. 

It is probably of little consequence whc‘thc*r this alteration is 
regarded as a mutation or a variation. The important thing is 
that it can be artificially produced at will, and that it is hereditary. 
In view of the great interest attaching to this problem in biology ancl 
embryology, we have attempted a further analysis of tlm plicnomfuioii. 

^ Exactly the siime strain can produced in much ilrnpler fashion, tiy 
infecting mice with the original strain, and hmliiig the animals on the mmml 
day with a full healing dose. After two or threat days they are then apdn 
infected with the same strain. After a time parasites will appear in the blood,, 
and these will be found to corre^spond entirely to thc^e of a rakips© strain. 
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To begin, it was necessary to determine in what manner the 
trypanosome antibodies affected the parasites. Corresponding to 
our previous knowledge of immunity we could assume that these 
antibodies exert a direct poisonous action, i. e., that they therefore 
probably contained toxophore or trypanolytic groups,- so that the 
anchoring of the antibody by the parasite is followed by an injury 
or even the destruction of the latter. This, however, is not the case. 
In contrast to the ordinary strains of trypanosomes, which possess 
only a uniform group, A, B, or C, and which may therefore be termed 
^^Unios,” one meets with other strains which possess two groups in 
their protoplasm, A and B, and which may therefore be termed 
^'Binios.'^ If such a binio ''A-B” is- acted on by the isolated 
antibody A or B, growth will not be injured in the least. Not until 
both antibodies act at once does this occur. From this it follows 
that the presence of the antibodies does not produce a direct toxic 
effect on the parasites. To us it seems that this three-fold experi- 
ment demonstrates that the antibody acts merely by blocking the 
food supply by occupying the corresponding receptors. It thus 
comes to pass that when in the binio A-B the group A is occupied 
by an antibody, the parasite can continue to vegetate by means of 
the group B. From this it also follows that groups A and B are 
essentially niitri-receptors. 

If the amount of antibody is very large, the parasite finds it 
impossible to obtain nourishment, and consequently dies off. This 
can easily be demonstrated by mixing the parasite in a test tube with 
varying amounts of antiserum; the parasite is killed in the high 
concentrations which completely shut off the food supply, while in 
the weaker concentrations, which permit a vita minima, the parasites 
undergo the alteration already discussed, and give rise to a relapse 
strain. This mutation is therefore referable entirely to a himger 
of the protoplasm, and under this influence the trypanosome de- 
velops new potentialities. I have given the name atrepsins to 
antibodies of the type just discussed, i. e., those whose action is 
purely antimtritive^ and I believe that they play an important r61e 
not only with bacteria but in biology in general. 

In view of the f^t that the presep.ce of antibodies demonstrates 
the existence of definite chemical groupings^ most of the workers in 
immunity will have no difficulty in accepting the idea that there are 
definite chemical groups in the cell designed for the taking up of 
nutritive material. A much more difficult question is as to the 
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existence of analogous groups for the assimilation of less complex 
substances. So far as the simplest additional function is concerned^ 
namely, the absorption of oxygen, I believe this question is already 
partly answered. It is well established that in the haemoglobin 
molecule it is exclusively the organically bound iron residue which 
effects the loose union with the oxygen on the one hand, and the 
carbon dioxide and hydrocyanic acid on the other. It will therefore 
be necessary to assume that the red blood corpuscles contain 
definite groupings which possess a maximum affinity for iron and 
with that form a complex combination having the characteristic 
functional properties. The protoplasm of the red blood corpuscles 
would thus be characterized by a plentiful supply of ferro-recep- 
tors,’^ the completing of which receptors with iron leads to the 
finished hsemoglobin molecule. Similarly we shall have to assume 
the existence of ^^cupri-receptors^^ in the blue respiratory pigment 
of crabs, and perhaps of ^^mangano-receptors^^ in other animals. 
The localization of iodine in certain glands, especially in the thyroid 
gland, and also the fact that the iodine is associated with certain 
aromatic side chains, will also be interpreted according to this 
conception. 

The question as to whether the cell contains preformed chemo- 
receptors for the great host of true therapeutic substances is one of 
great difficulty. This leads us into the important domain governing 
the relation between chemical constitution and pharmacological 
action, w’hich in turn constitutes the basis for the rational develop- 
ment of therapeutics. Not until we have really learned the site of 
attack of the parasites, when we have come to know what I term 
the therapeutic biology of the parasites, will we wage successful 
warfare against the producers of infection. 

For this reason I have begun studying the existence of 
particular chemo-receptors on unicellular organisms, because here 
the conditions are much more favorable for gaining a clear insight 
than is the case in the extremely complex mechanism of the higher 
organisms. The problem I undertook to solve was this: Do trypan- 
osomes possess, in their protoplasm, definite groupings which bring 
about the anchoring of certain particular chemical substances? 

If any particular substance possesses the power to kill trypano- 
somes or other parasites in a test tube or in the animal body, it is 
obvious that this can only be due to the fact that the substance is 
taken up by the ptosites. This bald fact, however, does not by 
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?elf give us an insight into the way in which this is brought about., 
large number of different explanations can be brought forward, 
ot until we can prove that we are dealing with a function which is^ 
ipable of being altered and varied in a specific manner is it possible 
' regard the existence of preformed groups as demonstrated. 

Unfortunattdy it seems to be impossible to utilize the method 
nployed in demonstrating the preformed existence of nutri-recep- 
rs, namely, by causing the liberated receptors to be thrust off 
to the blood. The chemo-receptors appear to be much more 
mply constituted, and remain attached to the cell, so that no 
triis ting-off occurs. 

By indirect means, however, we succeeded in getting light on 
is phase of the subject. With the aid of my esteemed collab- 
ators, Franke, Browning and Rohl, I was able to show that it is 
)ssible, by systematic treatment, to produce strains of trypano- 
mes possessing immunity against the three trypanocidal poisons- 
)w known to us. These poisons, it will be remembered are 
) substances of the arsenic group, (b) fuchsin, and (c) the acid 
0 dye known as trypanred belonging to the benzoburpurin series. 
1 C immune strains are marked by two characteristics: 

1. A stability of the acquired character. This is very great, 
lus our arsenic strain, after having been passed some 380 times^ 
rough mice in the course qi two and one-half years, stiU possesses 
e same drug immunity as the original strain. 

2. An essential feature of the immunity to drugs is the strict* 
ecificity. This manifests itself by the fact that the immunity is 
lated not against a certain definite elementary combination, but- 
:ainst the entire chemical group of which this combination is a 
.rt. Thus the strain made immune against fuchsin is resistant- 
d only to that substance but also against a large number of related 
iphenylmethane dyes, e. g., malachite green, ethyl green, hexse- 
yl violet. In contrast to this, however, the strain has remained 
sceptible to the action of the two other types, i. e., against try- 
mred and against an arsenical. A corresponding specific resistance 
exhibited by the strain made fast against trypanred and by the 
.e made fast against arsenic preparations. That we are here 
aling with three different functions is further shown by the fact, 
at by successive treatment of a ^ven strain with the three sub- 
mces mentioned above we can produce a strain which is resistant- 
:ainst aU three classes of substances, i. e., one which is triple fast^ 
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Provided that the resistance thus produced is of maximum intensity, 
such a strain is extremely useful in identifying new types of try- 
panocidal agents. If, for example, a new substance is encountered 
which is able to kill ordinary trypanosomes, we have merely to 
test its action on this triple-fast strain in order to determine whether 
the substance really represents a new type of trypanocidal agent. 
If it does not, we shall find that treatment with this substance does 
not cause the parasites to disappear; on the contrary they multiply. 
If they disappear, however, we can conclude that the substance does 
not correspond to any of the three types mentioned, but represents 
a new type of tr 3 rpanocidal agent. The triple-fast strain thus acts 
•as a kind of cribrum therapeuticum, by the aid of which it is possible 
to recognize substances belonging together and to separate unrelated 
•substances. 

It was now necessary to determine in what manner this specific 
•drug resistance is brought about, and for this purpose I undertook 
a series of experiments with the atoxyl strain. . In order to gain a clear 
insight into the question it seemed advisable to study the behavior 
•of the arsenic-fast strains, also in a test tube, away from all disturb- 
ances and complications of the animal organism. This method 
very soon encountered a great obstacle, for it was found that the 
■drug mostly used therapeutically, namely, atoxyl (paramidophenyl- 
arsinic acid), does not exert the least destructive action on try- 
panosomes in test-tube experiments. Even solutions containing 
several per cent, of the substance proved insufficient for this pur- 
pose. This phenomenon was all the more remarkable because in 
the human body, according to Koch, injections of 0.5 g. atoxyl 
suffice to cause the disappearance of the parasites within a few hours. 
In this case, therefore, destruction is effected in a concentration 
of 1 to 120,000. 

We are here dealing with a phenomenon which is usually spoken 
of as indirect action.^^ It was not difficult for me to discover the 
reason for this peculiar behavior, as I had for years busied myself 
with reducing power of the animal organism. We know that in 
the body arsenic acid is transformed into arsenious acid; that 
cacodylic acid is reduced to the ill-smelling cacodyl. It was natural, 
therefore, to think first of reductions. In atoxyl, paramidophenyl- 
arsinic acid, the arsenic is pentavalent, whereas in the two products 
obtained from atoxyl by reduction the arsenic is trivalent. In 
this way we obtained two different products: 1. The monomo- 
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lecular j>-aminophenylarsenoxid and 2. The further product; ob- 
tained from the latter by reduction, the yellow diamidoarsenobenzol. 

In contrast to atoxyl, these substances exhibited marked try- 
panocidal properties not only in the animal body but also in the 
test tube. Thus a solution of the arsenoxid combination of a 
strength of 1 to 1,000,000 killed the tryponasomes in an hour. The 
closely related p-oxyphenylarsenoxid was still stronger killing in 
1 to 10,000,000. 

This proved that the pentavalent arsenic residue possesses no 
trypanocidal properties whatever; these are bound exclusively to 
the trivalent, unsaturated form. 

As long as sixty years ago, Bunsen, with extraordinary insight, 
pointed out that cacodyl, the reduction product, is extremely 
poisonous, while cacodylic acid is almost non-toxic. This gave him 
the clue to the chemical character of the cacodyl combination. In 
striking agreement with this is the fact that the unsaturated carbon 
pxid, for example, and a number of other unsaturated combinations 
are so much more toxic that the corresponding saturated combina- 
tions. We shall, therefore, have to assume that the arseno-receptor 
of the cells is able to take up only the unsaturated arsenic residue, 
i.e., the group possessing the greater combining affinity. 

With the aid of such reduced combinations it was simply a matter 
to test the atoxyl strain in test-tube experiments. These showed 
that the organisms could be killed with a suitable concentration of 
the chemical substances, and that we were not dealing with a loss 
of receptors as in the case of the relapse strain. A comparison, 
however, of the lethal dose with the dose sufficient to kill the ordinary 
strain, showed that the resistant strain required a much higher 
concentration. Amounts which effected immediate destruction of 
the ordinary strain did not in the least affect the vitality of the 
resistant parasites, even after one hour. 

These test tube experiments seemed to indicate that the arseno- 
receptor, while stni preserved in the atoxyl-f ast strain, had undergone 
some modification so that its afiinity had become lessened. This 
manifests itself by the fact that it required much stronger solutions 
to produce the poison concentration necessary to effect destruction 
of the parasites; the normal arseno-receptor of the original strain, 
by virtue of its Mgher affinity, takes up the same amount even from 
more dilute solutions. 

We have succeeded in clearly demonstrating by biological methods 
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that the arseno-receptor actually represents a distinct function 
whose affinity can be systematically decreased step by step by immuni- 
zation. Thus far we have obtained three degrees of affinity. ( Irade 
I was produced by subjecting the parasites systematically to the 
action of ;p-amidophenylarsinic acid and its acetyl combination. We 
carried out this treatment ad maximum for years, until finally no 
further increase in resistance was produced. The resistant strain 
thus obtained proved to be resistant at the same time to a number 
of other arsenicals, among them particularly, the p-oxy combination, 
the combination with urea, and with benzyliden, and a number of 
acid derivatives. 

In practical therapeutics in man and animals, it is, of course, 
possible that arsenic-fast strains develop; and these, naturally, will 
absolutely hinder therapeutic success. In animal experiments this 
is a common occurrence. In view of this it is important to discover 
substances able still to attack these resistant strains, substances al)le 
to combine with their receptors. After long search we found alto- 
gether three combinations, of which the most important is arsemo- 
phenylglycin. With the aid of this combination it is possiblci to heal 
infections produced by the arsenic-fast strain I, which was deHcrihed 
above. This can only be explained by assuming that the arscnoj)henyl- 
glycin lays hold on what is left of the anseno-receptor, somewhat as a 
stump is grasped by a pair of pliers. The anchoring of this substance, 
however, furnishes a possibility for still further incrcutsing the ars(uiic- 
resistance of the strain. After considerable effort we succeeded in 
producing, out of arsenic strain I, a more resistant strain, arscmic 
strain II, which was entirely unaffected by arscnophonylglyein. 

Plimmer has recently called attention to tartar emetic as a sub- 
stance which kills trypanosomes, even in high dilutions. Tartar 
emetic is the salt of an antimony combination, and antimony, it m 
well known, is closely related to arsenic. On testing arsenic strain II 
with tartar emetic, we found that the parasites were destroyed by 
the tartar emetic. By treating arsenic strain II with am^nious 
acid we were able to produce a still further increases in rcsistanee, 
so that arsenic strain III was resistant even against tartar emetic. 
I want to call particular attention to the fact that this arsenic strain 
III, produced only under the influence of arsenious acid, was re- 
sistant to tartar emetic bui not agaimt arssniom add. This cfm only 
be explained by assuming that of all conceivable arsenicals, areenious 
acid is the one possessing the great^t affinity to the &rmme receptor, 
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and that only by the greatest effort, if at all, will it be, possible to 
produce a strain (which, would be arsenic strain IV) lesistant also 
against arsenious acid. 

I can adduce many other interesting facts to support my view 
that under the influence and attack of selected combinations, there 
is a successive decrease in the affinity of the receptor for that com- 
bination. Thus, we have found that we can at once employ one of 
the stronger agents producing resistant strains, using, for example, 
arsenophcnylglycin. Corresponding entirely to our expectations, 
the strain thus produced proved resistant also against the less 
powerful substances, such as atoxyl, arsacetin, etc. A pan-resistant 
strain would, therefore, be obtained if from the outset we employed 
the most powerful agents, namely, tartar emetic and arsenious acid. 
Unfortunately, it appears from our work that it is impossible, at 
least in small laboratory animals, to directly use these substances for 
this purpose: it is necessaiy to proceed indirectly, by treating the 
organisms first with phenylarsinic acid derivatives. 

The loss of affinity is, of course, a chemical phenomenon, and 
evidently to be interpreted by assuming that in the neighborhood 
of the arsenic receptor group other groups arise or disappear and 
thus cause the affinity to be reduced. The following chemical 
example will serve to illustrate the point. Benzylcyanid reacts with 
nitrosodimethylanilin. In order that the reaction take place, how- 
ever, heat and a strong condensing agent, free alkali, are required. 
However, on introducing a nitro group into the benzole nucleus, the 
reactivity of the methylen group is markedly increased, so that the 
two substances, nitro-benzylcyanid and nitrosodimethylanilin, react 
even in the cold. In this case, therefore, the introduction of the 
nitro group has exercised a quickening influence on the reaction. 
If, however, the nitro combination is reduced to p-amidobenzylcyanid, 
we find that the latter is less active than the original material. The 
amido group has suffered a reduction of affinity. The acetyl j^oduc ’- 
of the amido combination, on the other hand, reacts to about the 
same degree as the original material. 

This simple illustration shows that three different groups attaching 
to the benzole nucleus in the para position either iruxeme the affinity 
of the methylen group, or decrease it, or leave it unchanged. The 
reduction of affinity here observed would correspond to the affinity 
which we have described above. 

According to my view, then, we should consider protoplasm as 
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made up of a large number of individual functions, which, in the 
form of different chemo-receptors are scattered amongst the nutri- 
receptors. I believe that these two main groups cannot but be 
closely related, and for the following reason. 

Trypanosomes of different origin, as they are cultivated in 
different laboratories, usually from the outset behave differently 
toward a particular therapeutic substance. The first strain of 
trypanosome with which I worked, Mai de Caderas, had no resistance 
whatever against trypan red, and this substance could be employed 
to effect a cure. This still holds true.* Similar favorable results 
were obtained by Jakimoff in Russia, while Uhlenhuth obtained 
absolutely no result with this substance on the strains which he used. 
We are therefore dealing with natural differences in the various 
strains. Despite the fact that my strain has now been passed through 
normal mice for many years, it can still be cured by trypan red just 
as well as ever. This show's that the difference is not entirely 
artificial. On the other hand, my Nagana strain could formerly 
not be healed by trypan red, and cannot be healed by that substance 
now. However, on transforming this Nagana strain into a relapse 
strain, we were surprised to find that this property, which had per- 
sisted for many years, become altered within 14 days. This proves 
that the chemo-receptors really are related to the constitution of 
the protoplasm, and undergo alterations when we alter the con- 
stitution of the protoplasm. 

Whether the reverse holds true, that is, whether, by influencing 
the chemo-receptors we can alter the cell substance, particularly the 
nutri-receptors, has not yet been definitely decided. Browning, to 
be sure, has observed that by means of serum reactions one can 
differentiate the fuchsin strain from the atoxyl strain, and both from 
the original strain. Careful investigation subsequently showed, 
however, that the changes in question were not specific alterations 
related to the fuchsin or to the arsenic, but alterations which cor- 
respond to the relapse mutation described above. These are due to 
the fact that during the treatment it often happens that the mice 
suffer relapses, which in turn lead to the formation of relapse strains. 

This brings me to the close of my paper. I am well aware that 
what I have offered you has been quite fragmentary, but this could 
hardly be otherwise, for the adequate discussion of this theme would 
mean the recapitulation of an almost endless amount of work. My 
object in presenting this subject has been to show you that we are 
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gradually approaching the problem of securing an insight into the 
nature of the action of drugs. I hope, too, that a systematic appli- 
cation of the views I have here presented will facilitate a rational 
development of the science of drug synthesis. In this connection 
I may say that thus far arsenophenylglycin has proven in animal 
experiments to be a truly ideal therapeutic agent. By the aid of 
this substance it is possible to completely cure every kind of trypano- 
some infection in any kind of animal, and that by means of but a 
single injection. Truly, such a result may be termed therapia 
sterilisans magna. 
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Absorption, elective 16, 59^ 97 

mechanical, contrasted with chemical union 78 

of a serum by its antigen 6 

of complement (see also Deflection of) 585 

of complement by cellular material 201 

of complement, by sensitized cells. 196 

Absorption test, to demonstrate multiplicity of antibodies 590 

Abrin, local immunity against 375. 

Acid, influence of, on complement ! 199 

Addiment (complement) 4 

Additive properties, of chemical groups 410 

Adsorption, as factor in lysin action 74 

in relation to complements 200 

lack of specificity 78 

Affinity, between cell and amboceptor 218 

between diphtheria toxin and antitoxin 484 

changes in, in complementoid formation 82 

changes in, in immune body 127 

changes, in of haptophore groups 209 

importance of changes in 580 

of cells for immune body 75 

of complement, unmune body and erythrocjdjes . . . 8 

relative, of tissue receptors and injected cells. 162 

Age, influence exerted by, on antitoxic sera 675 

Agglutination, effect of heat on 2 

of sheep blood by goat serum 3 

relation to haemolysis 4 

in deflection of complement 126, 134 

Agglutinins, as distinct antibodies 4 

Aletironat, character of exudates produced by 44 

Alexia 56 

action of 181 

ferment character of 58 

Alkali, influence of, on complement 198 

Amboceptor, complementophile groups of 227 

enormous quantity absorbed by cholera vibrios 157 

first use of the term Ill 
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Amboceptor, occasional slight affinity for cell receptors 580 

of dog serum, thermolability of 210 

plurality of f 574 

quantitative relation to complemen.t 250 

saturation of blood-cells with 159 

Amboceptors, against dissolved albumins 585 

complementibility of ; 2S3 

haemolytic, in response to serum injections 21-1 

haemolytic, the binding of 595 

mechanism of their action 209 

normal and immune 233 

Amboceptor union, dissociation of 596 

Amboceptor unit, definition cf 254, 595 

Anaesthetic action, chemical relations of 407 

Animal, choice of, in production of anticomplement sera 66 

Animal individuality, expressed in isolysins 30 

Anthropostable complements 43 

Antialexin {see Anticomplement). 

Antiamboceptors, mode of action 5fel 

production of 333 

studies on 649 

Antiantiamboceptors 651 

Antiantolysin 33 

Antibacteriolytic action, of normal serum 601 

Antibodies, against bacteriolysins and haemolysins 64 

in normal serum, multiplicity of 587 

multiplicity of 384 

normal 587 

varieties possible by immunization 24 

Antibody, formation of, various phases 90 

Anticomplement 63 

choice of animal in production of 66 

isogenic and alloiogenic 260 

mode of action 65 

quantitative relation to complement 258 

rabbit>goat 20 

Anticompliments, against serum of horse, goat, dog, ox, rabbit, and guinea- 

pig ; 66 

as cause of deflection of complement 133, 136, 138 

as thrust-off amboceptors 225 

in Pfeiffer-Friedberger phenomenon 603 

partial 222 

produced by immunization 64 

production of 333 

protection afforded by various. 114 

really free amboceptors 605 

Anticomplementary serum, polyvalence of 66 

Antiferments, in normal sera 591 

Antihaemolysins 64, 102, 114, 258, 333, 342, 649 

method of study 342 

natural 283 

see also anticomplements, and antiamboceptors. 561 

Anti-immune body, character of 101, 105 
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Anti-immune body, specificity of 109 

normal 102 

Anti-isolysin 28 

Antilysin, against eel serum 20 

against toad poison 179 

multiplicity of 20 

Antipyretic .action, chemical relations of 407 

Antispermatoxin 52, 72 

Antitoxic serum, complex character of 368 

genetic method of study 368 

Antitoxin, complex character of 368 

disproportion in production of, to amount of toxin injected 679 

in normal horses 541 

in normal sera 591 

occurrence in normal individuals 367 

site of origin 375 

supposed to be transformed toxin 366 

Antitoxins, source of 48 

Straub’s conception of action of 680 

Antitryptic substances, in normal serum 591 

Apes, use of, for obtaining sera 117 

Aracbnolysin, antitoxin against 173 

properties of 169 

Arsenic-fast trypanosomes 687, 690 

Atoxyl, a trypanocidal agent 688 

Atrepsy, a form of immunity 684 

Autoanticomplement 83 

Autolysin, definition of 27 

Bacillus, of dysentery 312 

Bactericidal experiments, technique 384 . 

Bactericidal serum, action of 120 

Bacteriolysins, side-chain theory applied to 5 

Bacteriolysis, relation to agglutination 4 

its similarity to haemolysis 2 

Metchnikoff’s demonstration of, in vitro 1 

Pfeiffer’s theory of 1 

regarded as a ferment action 2, 8 

substances concerned in 4 

Biogens 398 

Bleeding, of animals, for serum 349 

Blocking, hy complementoid 345 

Blood, protective substances in 364 

Blood-cells, as food storages 402 

Blood-cells, behavior toward cobra venom 292 

discoplasm, function of 171 

function of, in nutrition 397 

hardened, haemolysis of 163 

lecithin content of stroma of 449 

receptor apparatus of 390 

stroma of, to bind immune body 74 

varying susc^tibility to cobra vei^om 458 

Bone marrow, as source of immune bodies 6 
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Bordet-Gengon, phenomenon of 196 

Bordet’s sensitization theory, contrasted with Ehrlich’s amboceptor theory. . 58 

Bovine serum {see also Ox serum), effect on guinea-pig blood 18 

Brain tissue, power to neutralize tetanus toxin 356 

union with tetanus toxin 5 

Bufidin 175 

Cancer, treatment with lactoserum 55 

Castration, effect of, on production of spennotoxin 48 

Cell immunity, without formation of antibodies 539 

Cells, partial functions of 676 

Chemical constitution, relation to pharmacological action 404 

Chemical distribution, relation to pharmacological action 415 

Chemical nature, of haemolytic action 6 

Chemical nature, of immunity reaction 78 

Chemical poisons, action of 532 

Chemical union, prerequisite for formation of antibody 5 

Chemoreceptors 686 

Chicken serum, action on rabbit blood 192 

Cholera, bacteriolysis of vibrios of 1 

Cholera immune bodies, source of 5 

Cholesterin, action in cobra-venom haemolysis 454 

Ciliated epithelium, from ox trachea, method of collection 49 

Cobra lecithid, absence of neurotoxic action of. 472 

properties of 470 

Cobra venom, studies on 291 

substances which activate 443 

Coctostable, definition of the term 340 

haemolytic organ extracts 281 

CoUigative properties, of chemical groups 410 

Colloid chemistry, applied to immunity reaction 578 

CoUoide de boeuf, of Bordet-Gay 619 

Combining capacitv, of cells for amboceptors 396 

Common receptors 95 
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Complement, absence of direct affinity for erythrocytes.. . ; 6 

absorption by yeast 213 

action of 181 

deflection of 120, 132 

deflection of, power of normal serum to produce 610 

deflection of, r61e of precipitates in 611, 651, 656 

dominant and non-dominant 227, 618 

effect of phosphorus poisoning on 63 

Ehrlich’s original Unitarian conception of 9 

finding additional sources of 117 

first use of the term by Ehrlich 16 
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fixation, Bordet-Gengou 196 

homostable 117 

influence of purulent process on production of 87 

influence of various agents on 198 

in spleen 44 
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omplement, its uiiion with, amboceptor alone * 580 

loose union with immune body S 

method of measuring amount 3S 

not increased by immunization 30 

omplementibility, fluctuations of, of an immune serum by different com- 
plements 60 

of various interb odies 191 

omplementoids, action of . 79, 200 

blocking complements 345 

existence of 580 

omplementophile group, structure of 582 

omplements, antliopostable 43 

behavior toward Pukall filters 50 

constitution of 65 

differentiation of, by partial anticomplements 222 

disappearance of, under natural circumstances-^ 86 

methods of preserving 329 

multiplicity of 15, 110, 195, 222, 382 

of horse serum 239 

partial 114 

quantitatively independent of immune body 38 

quantitative relation to amboceptor and anticomplement . . . 258 

relation to phagocytes 43 

similarity of majority of, in certain species 66 

thermostable, in goat serum 13 

thermostable, in sheep and 'calf serum 15 

various cells which absorb 41 

nstitutive properties, of chemical groups 410 

pula ( «= immune body) Ill 

)ss absorption, in study of common immune bodies 97 

)ssed immunization, and reciprocal elective absorption 97 

tase («« complement) Ill, 267 

uysz, effect of 671 

lection of complement 120, 132, 584 

by normal serum 610 

due to precipitates 611, 651, 656 

in cobra-venom haemolysis 469 

r61e of agglutination 126, 134 

mon ( “ immune body) Ill 

iterotoxoid 497 

zobenzaldehyd, function of its side-chains 73 

estion, haemolysis analogous to.' 8 

htheria antitoxin, heating of 18 

htheria bacillus, poisons produced by 512, 548- 

ththeria toxin, constituents of 481 

coplasma, of blood-cells, function of 171 

sociation, in toxin-antitoxin combination 666 

of agglutinin combination 599 

of amboceptor union 599 

iribution, chemical, in organism 410 

xibutive property, importance of 415 

: bloody behavior toward arachnolysin 170 


706 


INDEX OF SUBJECTS 


Dog serum, action on guinea-pig blood 

action on cat blood 

action on guinea-pig blood 

effect of heat on its hjemolytic power 

fluctuation in its hsemolysins 

thermolability of its complement. . . . 

Dominant and non-dominant complements 

Dosage, of bactericidal sera, paradoxical results. . 

Dyeing, compared to binding of lysins 

Dysentery, bacillus of studies on 
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Eel serum (see Ichthyotoxin) • • • Uj 

Ehrlich’s first classical experiments on haemolysis 5 

Ehrlich’s phenomenon (toxin-antitoxin) 4Sr> 

Ehrlich’s Side-chain Theory ^ 

Elective absorptioiii in study of common immune bodies 59, 97 

Endocomplements • - 443 

action due to lecithins 451 

Epithelium, ciliated, how collected 49 

immune serum against 24, 48 

Epitoxoid ' 

Erythrocytes {see also under Blood, and under Individual animals). 

mammalian, their side-chains 43 

-receptor apparatus of 399 

stromata of 17 1 

Ethyl green, as trypanocidal agent 087 

Exhaustion, of a specific serum by its antigen 6 


Fatty acids, haemolytic action of 494 

Ferment action, its similarity to bacteriolysis 2, H 

Fixation reaction, Bordet-Gengou 19§ 

Fluctuation in haimolytic power of sera 21 

Fluctuation in serum constituents 21 

Fractional addition of blood-cells, in htemolysis 599 

Fractional neutralization, in study of diphtheria toxin 481, 552 

Fractional saturation, Bordet, in study of lysins 75 

Frogs, Courmont’s experiments with tetanus of — 91 

Gelatine filtration, in study of toxin-antitoxin 5S8 

Goose serum, immune, against ox blood 115 

immune, against vibrio Metchnikoff 135 

Goat, complement of, ability to substitute sheep complement for. fti 

immunization against goat blood. 29 

Goat serum, fluctuation in its hsemolysins 21 

normal, effect on sheep blood — 3, 12 

normal, effect on rabbit and guinea-pig blood, .......... 12, 511, §5 

nonnal, effect on various blocds. 599 

Group haemolysms, of guinea-pig >rabbit serum 2 

Guldberg-Waage law, in toxin-antitoxin reaction 482, 559 

Haemoglobinuria ex frigore II 

Haemolysin, compared to toxin mol^ule 17 

normal, nature of |§ 

of cobra venom .* 
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Mnolysin, thermostable 13 

tmolysins, complex nature of 379 

complex, study of 336 

method of studying 326 

multiplicity of, in normal serum 19 

toxicity of 23 

smolysis, by arachnolysin 167 

by joint action of several amboceptors 616 

by saponin poison 478 

Bordet’s studies on, applied to bacteriolysis 2 

chemical character of the reaction 73 

effect of heat on 2 

Ehrlich and Morgenroth’s first study of 3 

of hardened erythrocytes 163 

relation of osmotic tension to 236 

substances concerned in 4 

Mnolytic amboceptors, binding of 595 

in response to serum injections 241 

in response to injections of urine 244 

smolytic experiments, method of making 330, 334 

imolytic power, fluctuation of, of normal serum 238 

molytic properties, of organ extracts 267 

ptins, definition of 62 

multiplicity of 20, 384 

it, effect of, on diphtheria antitoxin 18 

effect on haemolytic power 2 

effect of, on immune serum 4 

effect on immune body-complement combination 8 

effect on normal hsemolysins 12 

effect of, on serum. ; 631 

in inactivation, care in employment of 187, 192 

mitoxin 494 

1 serum (see Chicken) 192 

:erolysin, definition of .... 27 

fskbrper (Buchner) ; 182, 387 

rse complement, for inactive goat serum 59 

rse serum, complements of 239 

large variety of complements in. 64 

normal, effect on typhoid bacilli 589 

normal, its haemolytic power 237 

rror autotoxicus 82 

p^susceptibility 521, 666 

thyotoxin, inability to reactivate 19 

>complements 86 

mime body (see also Amboceptor). 

constitution of 6 

Ehrlich’s first studies on 4 

loose union with complement 8 

manner in which it combines with cells 73 

multiplicity of 9 

multiplicity of complementophile groups 112 

' relation of phagocytes to production of 46 
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Immune body, quantitatively independent of complement 38 

site of production of 51 

source of 5 

Immune serum, against spermatozoa, epithelium, leucocytes, and kidney 

cells 24 

Bordet’s first studies on 1 

manner in which it differs from normal 39 

Immunity, a phase of physiology of nutrition 377 

due to absence of receptors 28 

local, against abrin 375 

of cells, without formation of antibody 539 

regarded as increase of normal functions 587 

Immunization, against blood-cells 12 

against body’s own cells 52 

dependent on haptophore group 51 

haemolytic, technique of 331 

with agglutinated bacteria 146 

with modified proteins 579 

with ovemeutralized mixtures 143, 146, 158 

with sensitized blood-cells 41 

Inactivation, of immune sera by heat 4 

Incubation period, explanation of 535 

Individuality, animal, expressed in isolysins • 30 

Interbody, of normal sera 16 

conditions governing separation of, by absorption 190 

Intravenous injections, in immunization 160 

Isolysin, Ehrlich’s experiments on production of 26 

“Kaite Methode,” elective absorption at low temperatures 6, 12, 185 

Kidney cells, immune serum against 24 

Lo and Lf, definition of 143, 368, 485, 549 

Lactoserum. 38, 52 

Lamprey serum, varying toxicity of 21 

Lateral chains (see also Side-chain) 5 

Lecithin, an<J allied substances, action of 462 

in blood-cell stromata 449 

in cobra-venom, hssmolyas 443 

relation to cobra-venom heemolysis 305 

Lecithids, of cobra- venom 470, 581 

of snake venom 466 

of various snake venoncxs 477 

Leistungskem 399 

Leucocytes, immune serum against 24 

Local immunity, against abrin. 375 

Lymph nodes, as source of immune bodies 5 

Lysins, discovery of 1 

Ehrlich's studies on the action of 1 

similarity of, to toxins 57 

Macrocytase, hemolytic ferment 208, 267 

Macrophage, relation to haemolysis 44, 267 

Malachite green, as trypanocidal agente. 687 
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Mass actio ti> in toxin-antitoxin combination 

Mechanical absorption, contrasted 'with chemical union 

Mercury, cells hardened with, their haemolysis 

Milk, biological relation to epithelial cells 

immune serum against 

Microcytase (Metchnikoff) 

Microphages, relation to haemolysis . 

M. L. D... 

Monotropisin 

Multiplicity) of antibodies in normal serum 

of blood-cell receptors 

of complements 

of complement, analogy with ferments — 

of haemolysins in normal sera 

of haptins in blood 
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N eisser-Wechsberg, phenomenon 

Neutral mixtures, immunization with 

Normal haemolysins {see also under Individual animals) 

mechanism of 

Normal scrum, antibacteriolytic action of 

deflection of complement by.. 

its amboceptors 

its spermotoxic power 

multiplicity of antibodies in 

Nutrireceptors, definition of 
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Organ extracts, haemolytic properties of 

Ox serum, normal, action on typhoid bacilli 

normal, in haemolysis of guinea-rig blood 
to complement typhoid immune bodies. . 
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18 
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Pancreas extract, action on blood-cells hardened with mercury 

Papain, infiLuence of, on complement 

Partial amboceptors, method of differentiation - 

Partial functions of cells. • • * ’ 07 

Partial immune bodies ; * * ' » 

Partial neutralization, in study of diphthmc toxin 

Partial saturation (Bordet), in study of lysins - - — — 

Pepton, injections of, to increase complement * • 

Pfeiffer, theory of bacteriolysis 

Pfeiffer’s plienomenoa. . - 

Pfeiffer-Friedberger phenomenon • * * 

Pbagocytes, complement content of 

relation to immunity ^ / 

Pharmacological action, relation to chemical constitution 

Phases, in antibody formation — • . . w . 

Philocnase ( ^immune body) - • ......... 

Phosphorus poisoning, effect on complement production 

Phrynin * 

Phrynolysin, antiserum agamst ^ . 

properties of * 

mode of preparation • 


163 

198 

574 

676 

105 

552 

75 

118 

2 

1 

601 

44 

45 
404 

90 

111 

63 

175 
180 
170 

176 
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Pigeon serum, as complement. 115, 135 

Plurality, of complements {see also Multiplicity) 195 

Polyceptors 112 

Polyvalent sera 92, 110, 119 

Precipitates, and antiamboceptors 651, 656, 663 

as cause of deflection of complement 611, 651, 656 

Preparator 233 

Preservation, of complement sera 329 

Proagglutinoids 319 

Protective substances, in blood 364 

Prototoxoid 497 

Pukall filters, in differentiating complements 59 

Quadriceptor 112 

Quantitative estimation, of amboceptors, complement and receptors 340 

Quantitative relations, between ambocep|:or, complement, and anticomple- 
ment 250 

between cobra-venom and lecithin 456 

between immune body and complement. 38 

Rabbit blood, action of goat serum on 12, 59, 65, 590 

Rabbit serum, action on goat blood 245 

fluctuation in its hsemolysins 21 

normal, action on various bacteria 589 

normal, action on ox blood hamolysis 606 

normal, in haemolysis of sheep blood and goat blood 18 

Reactivation of inactive immune sera 4 

Receptors, absence of, as cause of immunity 28 ■ 

common 61, 96, 242 

definition of 24 

of blood-cells 390 

. nature of 241 

sessile 92 

specificity of 100 

various orders of 392 

Rennin, immunization against 8, 92 

simultaneous occurrence of rennin and antirennin in body 32 

Reversible reaction, in amboceptor combination 596 

in toxin-antitoxin combination 555 

Saponin, action of 455, 478 

Salts, action of, in haemolysis 213 

Sensitization theory 37, 67, 68, 131, 381, 469, 662, 679 

contrasted with amboceptor theory 68 

regarded from chemical or biological standpoints '63 

Sensitizer (or amboceptor?) 217 

Serum (see also under Individual animals). 

bactericidal, mode of action of 120 

collecting and preserving for haemolytic work 326 

collecting of, for bactericidal tests 1 349 

Serum-fast strains of trypanosomes 684 

Sessile receptors. 92 

Sequence of, importance of, in deflection experiments 658 
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y Sheep blood, agglutination of, by goat serum 3 

/ Sheep complement^ substitution of, for goat complement 66 

Sheep serum, normal, in haemolysis of guinea-pig blood 18 

Side-chains, constitution of various kinds of 9 

physiological object of 20 

their primary function . 9 

Side-chain theory, first application to haemolysins 5 

exposition of 372 

Snake venom {see also Cobra venom) 291 

lecithids of 466 

studies on 291 

Soaps, haemolytic action of 464 

Specificity, limitation of term 100, 242 

of amboceptors 584 

of immune sera, nature of 50 

use of term in immunity . 561 

Specific therapeutics 404 

Spectrum, of diphtheria toxin 490, 493, 552 

Spermatozoa, immune serum against 24 

Spermatoxin 48, 52, 193 

production of, in castrated rabbits 48 

Spider, poison of 167 

poisoning by 173 

Spleen, as source of immune bodies 5 

' complement content of 44 

Staining, analogy to binding of lysins 75 

Standing, effect of, on determinations of Lf 669 

Staphylotoxin, toxoid of ^ 82 

Stereochemical conception, of complement-immune body combination 63 

Stroma, of blood-cells, in anchoring immune body 74 

Stromata, of blood-cells, mode of preparation 171 

Substance sensibilitrice 57, 381,469, 562 

Surface attraction, in absorption of complement 200 

lack of specificity 78 

Tartar emetic, as trypanocidal agent 687 

Teleological significance, of amboceptor action ! 563 

Temperature, use of low, for combining experiments 6,12 

Tetanolysin, cholesterin in relation to haemolysis by 455 

Tetanus antitoxin, effect of, plus brain . . ... , . 60 

in frogs 91 

Tetanus toxin, combination with nerve tissue 77 

neutralization by brain 856 

union with brain tissue : * 5 

Therapeutics, specific . . 404 

Thermokbile, definition of the term — 340 

Thermostable, definition of the term 340 

Tissue cells, complexity of their side-chains: 43 

Tissue receptors, affinity of 163 

Titoxin 556 

Toad, toxin of toads ... . . 175 

Toluol, as preservative . . ... . . 176 

Toxin, composed of two groups 57 


712 




T' 

\ 


INDEX OF SUBJECTS 


PAa® 

Toxin, decomposition of 486 

neutralization of, by antitoxin 369 

of toads 176 

recovery of, from toxin-antitoxin combinations 672 

spectrum, of, so-called 490, 493, 552 

supposed transformation into antitoxin 366 

various kinds of 391 

Toxin-antitoxin, combination in varying proportions 512 

dissociation of 666 

study of the reaction 514, 547 

Toxin-toxoid, an irreversible reaction 502 

Toxinan 556 

Toxoid changes, in various toxins 517 

Toxoids, definition of 369 

influence on toxin-antitoxin reaction 48S 

nature of 80 

various kinds of 492 

Toxons 503, 507 

existence of, demonstrated 577 

Toxonoid 500 

Tracheal epithelium, immune serum against 38, 49 

Triceptor 112 

Trypanocidal substances 687 

Trypanosomes, Ehrlich’s studies on 687 

serum-fast varieties. 684 

Trypan red (trypanrot) 687 

Triphenylmethane dyes, as trypanocidal agents 687 

Tritoxoid 495 

Typhoid bacillus, action of normal sera on 589 

Typhoid immune bodies, source of 5 

Urine, immunizing with, to produce hsemolysins 244 

Vibrio cholera®, bacteriolysis of. I 

Vibrio Metchnikoff 133, 122 

Vibrio liordhafen 124 

Weigert’s theory, of super-regeneration 373 

Yeast cells, to absorb complement 42, 213 

Zwischenkdrper {see Interbody). 

Zymotoxic group, of complements $5 



